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ISloa *>^< te^&bTt^S guanine nucleot i de-binding protein (£TF, 

mn&®mu±79-m&n&&w*7mmMmmu*7*-&&n (7tmr 
15 ) 

GseK^^u-iz^-sejmifctt©^ 
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•7 a ?-w&mznt%>73-7, k y>^rf-x h%mm&<*?v-~>i?i< 
, mmfo&mm-tz>ti®\zte, &&[Hxmmvx^%u±7?-w&M<Dmfc^ 

io 7>y^zmffi^%wn&mmzm£frnT£>io. z\<z><ko\zvxn>*>ntccD 

NACOitritiB^J^Expressed Seauence Tag (EST) tVX^—^^—Xlz^m 

temztix^Za b^u &<<DESTte%zmnm.<Dfrx&K), tomm 
£rf£^T£ z\ h\twmx$>z>o 

15 ^^[mt^m^ ^bT^stg'^K cra:*^ u#>f) <hiwi$i& 
mmmm. drftfr^ u#>f) amm* &tt* mu±zf?-\zttrz>73- 
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y^l^^n— HTS^U^^I/t^H (DNA, RNA*«fc^ne©g|i*) 
S^TT^'J^V^F (DNA, RNA*J;^n60SS^) . 

20 ^ ^ i/t? f ^tt sifii^.^^ mum^? zfen&Wk 
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csd mzm^- : 6 Ais^^n^7^jmMm^^-t^>±M C7D um<D 
C9D ±12 m , ±12 C43 *fc«±i2 C7) mm<D GieiMii/ty 

U 0] ±12 CID , ±12 C4D £fcte±f2 C7D f2^(DGM^M^Ml/-fe 

CI ID DNAT^§±f2 CI OD f2*&(£>^ U 3? Z UJr?- h\ 
C 1 2 D @H^J#^ : 2 , @H^J#^- : 4 , @H^J#-^ : 1 1 , @H^J#-5t : 1 5 £fc 
10 teg2?U#-*t : 6 5T^£n£J&MH?'J£^rr£±f2 Cl ID I2$&CDDNA, 

ci 3D ±12 ci od mmo^v^^u^^^^^m^.^^—, 
ci 4D ±12 ci 3D mmm&WLTL^? ^--vmm^m^^tcmn^^ 
ci 5D ±w2 ci 4D tm.<Dwn%mvf*^m\,. ±12 cid , ±12 C4D * 
fc«±t2 C7D um<DGmBnm%mv^?-w&m.*±fc^\s&&z.£^ 

15 ^<hT^>±f2 CID > ±12 C4D ^fe«±W2 C7D W2«fc(D GlfilMIl/ty 

ci 6D ±f2 cid , ±12 C4D ^fe«±f2 C7D nm<DGWBnm^mv^ 

:/^-^6l5&b<te±W2 C9D !2®(D^^y^H^fe«^(D^^r^>tn;#: 
20 Cl 7D ±12 CID , ±12 C4D £*ite±f2 C7D tm.VG^&m.&'&MV^ 

^^-wBn(D^^^)v^m^^m^^^^^^>^u ci6D e«© 

Cl 8D ±12 CID , ±12 C4D £fete±f2 C7D f2tfeCDG^aM^§^l/-fe 
^-^aS<Dv^;i/^^mtt^T^trL#:T$.^±I2 Cl 6D f2ttcDtft^ 

25 ci 9D ±12 ci 6D mm(DtrL^^\,xr^mmm. 

C2 OD ±12 Cl 6D M<Dtn:#:€:^UT75:^|Sm> 

C2 id ±12 cid , ±12 C4D feb<ta±t2 C7D um^GWBnm^mv 
5&±t2 cid , ±12 C4D &u<te±f2 C7D um^GW&n.m'k.mv^zfz 
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C2 2] ±12 C2 1] flB«<OGSS«*tSS!U-fe^-<OU^f>H&^UT 
[2 33 ±12 Cl] , ±13 C4) »bb<fcUiB2 [7) mm<DGW&n&'&mu 
JLfS CI] , ±15 C4] fcb<te±f2 C7D ElKOGSaK^tftfflU-fe^-g 

C2 4] ±ih c i ] . ±12 C4] feb<«±ta C7] iaicGiaiMsi/ 

10 . U#>F£±fB Cl] . ±fB C4] fcb<te±fB C7] IB«fe©G^eM^SM 

C2 5] ±12 C-1D , ±WB C4] fcb<te±i3 C7] EftOGSSR^Sl/ 
15 £U#>K<h±f3 C ID , ±13 [4] fcb<te±SB C7] 1B«®GgB«#«-3! 

C2 6] ±IB C2 4] «3tt<O^^U-->^iSfe*/Sitt±ia C2 5] fBifcCDX 
^'J-->^ :3 lr7h*I^Tf6n55, U#>K£±f3 C 1 D , ±13 C 4 D 
20 *>b<te±fB C7] flB«©GSeH*!S:MU-fe^-Sa5t*fctt-t©«[i:©S 

C2 7] ±ib C2 6] um(Di^m^tz\^(om^^\^xis.^un> 

C2 8] ±12 CIO] IBflfeO^U^^W^Ht/W^ hU>> ? 3i>h^# 

ttv w ^ u ^ xt" § ^ u % z v-t^ v . 

25 C 2 9 ] ±13 CIO] IHtt^^U^^U^H^fflffiW^iaSE^J^fctt-t© 
C3 0] ±13 CIO] ffitt<D#U^^>^5 1 FSfc«-t<©-a5&fflV^2:fc& 

#^<h-r§±t3 ci] , ±13 C4] ^fe«±t3 C7] ia«©Gse«^«su-fe 
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C3 2) ±|H C3 0] £fcte±f3 C3 1] gE«CD3£*^&fflVi«c:t*4#« 

<hT£±W3 CI] . ±13 C4] £fcte±f3 C7] IH«t(DG^e^^Wii^ 

C3-33 ±13 C3 0] IBiJc©£fi;£i££m>5£££^£-r5±iB CD , 
±13 C4D £fc«±f3 C7D e«c©GSeK*«SHr7 p ^-SeR©5SS*S: 

C3 4] ±13 C3 0] f3*g(Z)^*^^ffl C <h^#^<h-r§MBt^43^ 
10 3±fB C13 > ±13 (4] £fc«±ffil (7] IB«OGgeK*tSS!V-fe^-a 

C3 5] ±15 C3 3] fB^cox^U-->^^$:fflViT#en^^±fB Cl 

] , ±ib C4] *fctt±ia'c7] E«oGsest*sii/t^-seRo5fia 

15 C3 6] jbtE C3 4] §zm<»x#v——>#xfe&m^&zn5 2>immm\z 

&tt3±fB Cl] , ±13 C4] £7ite±fB C7] IBtt©GSfiR*!B:SU^^ 

C3 7] ±13 C3 5] |B«fe©<b'^^fc«-e«>mS:^UTfeSISm, 
C3 8] ±W3 C3 6] Um<Dfc&m^fz.\tt<D^^\sXtZ%m%k. 

20 C3.9] <he^il foftmrnm, im^m^r^mcD^m - mmM^^^±m 

C2 7] , ±13 C3 7] £fc«±f3 C3 8]'|B*©E*. 

C4 0] m$M®\Zl$\sT. ±13 C2 6] , ±13 C3 5] £fc«±f3 C3 6] 
f3®<D{t^£;fcte^<D^^ Pift 

25 C4i] tragus* ftttmmm, ^m^m^r^m<D^W5 • mmm&M&'t* 

fztb(D±W. C2 6] , ±13 C3 5] £fcte±I3 C3 6] IB«©^^l^fc^<D 
C4 2] ±13 Cl] SB«OGSeH^SS[V-fe^-SeHSr3-H-rs^U 
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C4 3) @33Wt: 2 n^Mi^J^tf t U ^ l/^^ 1 H 

C4 4) (i) ±wb ci] mm(DGmmMm£mu-£7?-m&m&^-FT 

5 5tf U^U^Fi: (ii) @B^J#^-: 1 6 Tr^n^T^ / miB^I^WT^G 

10 ] ~ C4 4] tmoimmm, 

15 C4 7) @B#J#-^: 2 n^MIH^J 5 # 'J 7 ^ P F 

[4 8] (i) @H^J#-^: 2T^$n^>^S@3^J^WT^^U^^l/^K 

z^mTz-ffv^zu^vt (U) @a^j#-^-: 1 7T^$n^^s§a^j^^r 

25 T, (i) @a^J#^- : lT^^tlST^^mSB^JSr^-rSGge^tSSU-fe 
^-ISl^fc^Ii: (ii) @2^I#-^: 1 6 T^Sn57$ / mBB^JS:^ 

^■"rsG^e^^u-fey^-^e^t>b<tt- s e-(D^fcttga^j#^ : 1 s-e 
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[4 9] (i) m&m^: 4T^$n^^SIB^i^^#T^)^U^^l/^-^H 

^wi-s^u^i^^Fi: (ii) wwrn^- : i 7 "vm-gn&mgmM&tt 

5 T, (i) @a^j#-^: 3T^£n£7^/M^J£^^5G^eft*tSMU-fe 
^-iei^fc^(Dft (ii) S2^J#^: 1 6T^$n^T^/miH^iJ^ 

io [so] ftftm&m.* <mti&m^rcum(D&mjjm-chz>±.m [4 

6] ~ [49] mmcD^m^m. 

(51] ^5f€l4(D, ±12 [1] > ±13 [4] £7cte±f3 [7] I3ffeCDGM6M 

15 [5 2] ^thib«K37&*y^*i!l^TfeS±IB [5 1] f3*c<£>l^ 

[5 3] y-;*»i^T^^*3fcH7^ hT&S±SB [5 2] f3i&<£>Ki#J, 
[5 4] fl*3fcte<ZX ±13 [1] , ±13 [4] £fcfci±iB [7] f3*&<DG^6St 

20 [5 5] ±W3 [1] , ±13 [4] £fcte±IB [7] Gm&K&®LMl'±. 

[5 6] #\ihm%mm^ynw}W)-c&z>-£m [55] i3«goE^m, 
[57] y^#Kjt)^vr>x-e^^±i3 [5 6] mmcDm&mm. 

[5 8] ±13 [1] > ±13 [4] £fcte±f3 [7] E«©GIfiK*fiaUt 

[59] i^hmimm^y-mm^^^^t^ [5 8] fBt^^^bhWLK 

[6 0] y«yiiWY^Xlr^§±IB [5 9] |3®(D^t: hni?LI&$lS£fc:§S 
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2 £ fete, 

5 2fl3£U: (ff£b<tt, 1-3 0M, ckWSKttl-lOW, 
K#£b<Rtt*ffl (1-5®) ) cQ7*y»#fc$cbfc75ymffiau (DIE?d# 

U<teu l-3 0fl§g^ J:D^b<^l~lOiS^ $Btc:$f^b<^ 
fii (l~5f®) ) ©75/gS##Jinbfc7^y&iB#K (H)@B^J#-^: l*fc«BB 
10 3T^$n«)T5ym@H^J' : l :, (D1^7i«2iia^± Of?£b<«, 1~ 

3 0flgig^ £D0?£b<fc£l~l 0{@@/^ $^H^b<tttI (1~5<@ 

15 C6 2] mem^ (smmm^ : i o £fcfc*K*j#-s- : 1 4-c*b3*i*r^ 

1 £7cte2{®JEJLh (S?£b<teU l~3 0f@*iig, £D£?£b<tel~l 

ssfc^boagcfls (i~5fla) ) corsy^x^bfeT^y^sa^ 

(2)IE?iJ#-5§ : 1 0 £fcteia?<J#-*§ : 1 4T^t)Sn575 7 ^SB^Jf- 1 £fcte:2 
20 ($?£b<te, l-3 0iiE «kt)ff$l/<ttl-l O^gSf. 

BP£b<tt»ffl (i~5®) ) coT$ym^#iob7cT5y^@H^ (DSE?iJ#-s§- 

: 1 0 £fcteiE?Wi- : 1 4 T!gt)$ni)75 y^iB3OT© 1 £fcfct 2 m&>± ( 
£?£b<te, l-3 0flgfe iD^Kttl-lOflgflE, £e>fc$?£b< 

k&ms (i~5®) ) 07 ^ y t^i© 7 ^ ; it nfc 7 $ y iiB5ij, £ 
4-vmt>^n^7^ymmm^(Di^\t2m^± (ff^b<«, i~30ii 

«fcDffSKSl-10ffli«, 36K»SU<tt»fl (l~5fi) ) COT 
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l&f£\Z2&SUi (£?£b<«> l-3 0«, «fct)j8F*b<ttl-l oes 
5 , «fct)^U<ttl-10flgS, Se»fcflF£b<fcMWB (1 

~5{@) ) <7)T^/m^oTsy^gm$nfeT^ymiH^j. £fc«<g>-?-n 

C6 5D U#>F#, #!tU^ T>^^-^->->>, ^^-hV-TH 

15 Y, Hr\±jT< F^ ^U>. ^^>h5>>, PACAP (#k P 

AC AP 2 7 , PACAP 3 8) , t^l/fX ?)[s%zf>* *UVz/b — >. T 
**J^)>. V7h^^X GHRH, CRF, A.CTH, GRP. P. 

th, vip (/v;7^f^ -f tfu^y^F) * v^hx 

^^>> F~ /^>, ^U>, 7SUX ^•^> ? ^r^>. CGRP F 
20 >U "5V y F^^F) . n^nhUxx A 0 >£7 l/TX^>, 

7u7>&t/7>z?>, hu 7r;y>, 7Hl/t'JX > 

^-/V7 7^U- (#k IL-8, GRO a, GRO/3, GR'Or, NAP- 
2, ENA-78, GCP-2, P F 4 , IP-10, Mig, PBSF/SD 
F- 1&£(!!)CXC^€M>^775'J - ; MCAF/MCP-1, MCP 
25 -2, MCP-3, MCP-4, eotaxin, RANTES, M I P - 1 a 
, MIP-1/3, HCC-1, MIP-3a/LARC, MIP-3/3/ELC 
, 1 - 3 0 9, TARC, MIPF-1, MI PF-2/eo t ax i n-2, 
MDC, DC-CK1/PARC, SLCft^CC^M^^r^U- 
; 1 ympho t ac t i n&^cDC^^K >^rZfy 7 ^ U— ; f r ac t a 
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1 k i ne^t*©CX3C^r€M>^775'J-§) , x>F-feU>» X> 
rn^Xh'JX tX^^X -a-Dj>yX TRH, n> Z \sT*r 4 y 9 
^'J^^< #^x>, U\/3iN^^7^>?>^ (LPA) Sfcte^-Orf 
*»1 -U >gr?&5±fE C6 3] fEftCDUtf^KGDfcj^&U- 
5 C6 6] (i) ±12 CI] , ±12 C4] fcb<te±f2 C7] W2®©G^£lff5& 

, U#>K££fttt£li:fc*£-£, (ii) ±12 Cl] , ±12 C 4 D fcb<te±f2 
C7] W2^cDG^SM^^l/iz:^^-^aM ; fe.b<^(D^^fc^(D^^ 
^ H fe b < U H*ctlX«»4fc^4»t &gE«$*fc*^i:©Jt 

10 tfc£fT&5£££43Mifc<i:-r£±fE C24] E2$£<D7^ U -x>^;£?£, 

C6 7] (i) ««bfcU^>HS:±ia CI] , ±12 C4] 3bb<te±I2 C7 

\*%L,<te*:(0mz.t£M2-&fcm'&£* (ii) ^gfcbfcU K:fc«fctft^Ifcft;£■ 
^»fc-t3B CI] , ±12 C4] fcb<«±8B C7] SBIilcOGSeSC^SIHr^ 

15 -ieit)b< tt-tcota^fctt-eoas^^y^ h t> b < 

*»b&U#>>©±flB Cl] , ±12 C4] fcb<te±f2 (73 12 

12 ci] , ±12 C4] &b<te±f2 C7] mmoGmBm^mu^^-mB 

C6 8] (i) «ttbfciJ#>K£±iB Cl] , ±12 C4] &b<te±|2 C7 

(ii) «»bfcu^f>H*«fccmii^**±e ci] , ±12 C4] feb<«± 
25 i2 C7] tm.<oGWBnm^mu^^-mBn^^'t^mm\zmm^rz.^ 

£ift«£-r*U;*f>Ft±IB Cl] , ±12 C4] fcb<te±f2 C7] f2m<£>GH 
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[6 9} (i) «»L&U#>K&JJB Clj , ±12 [43 £fcte±f2 [73 

fBi!*z>Gga5fcft«^i^:7*-se^ 

(ii) ««bfcu^>H*<fcrm«ft:^«f*±ia c id , ±12 [43 £fc 

aistu tbtss-ra^t^ttt-rsu^^H^E en . ±f2 [43 

[7 03 (i) «»bfcU#>F£±ffl C14] ffi«©^»t£ifcfr«:«tl*rs 

15 fc-r*U^f>Ft±fB [13 , ±12 [43 *fctt±B [73 flB«©GSa«#«r 

C7 1 3 (i) JifB CID > ±12 (43 feb<«±f2 [73 IBftOGSfiK* 
fSMUir^— ^eMSfc^^^^bt-S^^SrilH CI] , ±12 C4 

20 3 s^ttJiiB m E«E©GseK^«su^^--saK*'&w-r*aiJfiK:« 

ttS-frfc*-^ (ii) ±12 CI] > ±f2 [43 feb<te±f2 [73 f2*c<£>GM 
£±12 CI) , ±12 [43 £;Tcte±f2 [73 SBtlcOGSeR^SSU-fe^-S 

n , ±12 [43 feb<te±f2 [73 IB«OGSa*^SU-fe^-SeH* 

[7 23 ±12 [13 , ±12 [43 &b<te±f2 [73 &n<DGm&9t#&mu 
^^^^^^^^^^^■^^^^^^^±12 [143 f2i&<£>ff2fC^ 
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#£*&£*r S 21 £ K: £ o TR^RKtftfr ©UHJi&|jifc56S b & GgSWMSS! l/t 
^-SaRfcfiittStfci^t, ±IS C1D , Jbf3 (4) *)U<te_bfS C7] 

£££^£-r5'J#>K<i:JhfE CD , JhgE C4) *>b<«±fS C7) fBSfe<7> 

-f 3l/yXh^X -fenh~>, ^7b-X ~:x— n^:/ 

^HY, ^tf^-f b\ :/U>. nv^Uy^X t+i/hyX PACAP m 
, PACAP 2 7 , PACAP 3 8 ) , U^>, ^;U->H~> 
, 7h*U;^^a'JX V7h^^X GHRH> CRF, ACTH, GRP 

, pth, vip (;v;7^f^ <>fxf>ft;i/ tfU^r^F) , 

hX^^X F-A°^>, ^U>, 75'JX ^^^~>. CGRP itt)V 
i/ h - >y-> U i/-f^f ^ H) , n^ahUxx rt>*7V77*&?- 

yDX^^7X/X hD>WX T'rJzsy. 7KI/t'JX 
-f>X-^-775U- IL-8, GROa, GROj3, GROr, NA 

P-2, ENA-78, GCP-2, PF4, IP-10, M i g, PBSF/ 
SDF-l^^OCXC^OIt^j^U - ; MCAF/MCP-1, M 
CP-2, MCP-3, MCP-4, eotaxin, RANTES, MIP- 
la, MIP-1J3, HCC-1, MI P — 3 a/LARC, MIP-30/E 
LC, 1 - 3 0 9, TARC, MIPF-1, MI PF-2/eo t ax i n- 
2, MDC, DC-CK1/PARC, S L Cfc£<DC Ctr=Etl^ >V77 y ^ 
U — ; 1 ymp h o t a c t i n^.HtDCy^^' >1^^^t^ U— ; f r a c 
t a 1 k i n efc£<3DCX3 C^^J-f >it^7 t ^ U — ^) , x>F-tz'J>, 
X>fn^h'JX >, ra-nr>yX TRH, ^>^I/7f^ 
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y^U^-fh*. #7->, U^X7 7fy>l (LPA) ^fc«X7^ 
1-U>lre&3±f3 [7 1] C7 2] Ett©X^U-^>^ 

(7 4) ±|3 (3 3) ~ (4 0) B3©<DX# U — ^^fc&^Sn? 5 U # 
5 >F<h±f3 CD . ±13 (4) fcb<te±f3 (7) |B«t©G^eK^tSM^-fey 

(7 5) ±12 (6 6) ~±W3 (7 3) U-~>^£iriMt5n'5* 
U#>F£±f3 (1) , ±13 (4) <&L<te±f3 (7) |B*OGie«*ftSl/ 

io ■ -r^Jits^frsE^ 

(7 6) ±13 (1) , ±13 (4) SfcfcLhlB (7) IB«<DGge»#«Sl<"fe 

^^-^eM^^""r^M^#^"r§^«t^#^i:-r§±fa (25) f3Sc©* 

(7 7) ±13 (1) > ±13 (4) £fctt±E (7) EtOGIfiR^SH: 

15 y^-^aM^WT^«co^iii^^^'r^^i:^#M^-r ; &±f3 (25) 
(7 8) ±wa (14) tmvmn&mfa&mm^zzhiz&^xmMM&mte 

£±13 (2 5) mm<Dxz K 

20 (7 9) ±13 (7 6) ~ (7 8) &m<D7>2V——>ifm*yh&m^X&*> 

tloZ>. U3tf>Ht±fi (1) , ±13 (4) feb<ia±BB (7) f3«£CQG^aSt 

(8 0) ±13 (7 6) ~ (7 8) Wffi<D7>?V—~>ifm*yh&m^X%e> 
25 tl*>*. U#>F<h±f3 (1) , ±13 (4) fcb<te±f3 (7) E«©GSfiK 

(8 1) ±13 (1 6) $Zm<DVifc£, ±13 (1) , ±W3 (4) % b < «±I3 ( 

7) mm<DGm&n^^u±y°^-m^n%^<^(D^^-f^-^^rc\t^: 
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■zntc±m ci] , Jtts C43 feb<tt±iB C7) laiRoGsaH^ssiu-fey 

C4D feb<te_kfB C73 IBtcCDG^aM*ta^U"k^— Me^feb<^0 

0 1 ttTGR 2 3 - 1 OSTKtt^Oy h0T*5. 
0214TGR2 3-2©B&7M4yDy h0Tfe§ o 
20 Wl3 CJ;§TGR2 3-1<D7$; ^@2^iJ £ & S . 

®4«— :£^BBfc:<fc5TGR 2 3 - 2 <DT 5 /&I3?!lft^-rErei&S. 
i5tikhTGR2 3- l*5«J:UCk HTGR2 3 - 2 (DMT C K*)\,\Z&ft%> 

EI6tethTGR23- 1 *5<trJtt h TGR 2 3 -20Ma t c h e d pa 
25 ir cDNA\Z&tfZ>5gmM<D# s 7 7'V&Z>o & VVt-^ZE^fa^O^^^r, 

IU7«tihTGR2 3-1^3j;^kbTGR2 3 - 2 ©^M^&tt^^g 
@8U7'77TGR2 3 - AO^TKtt^ □ y h0T&5o 
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m 9 «-X^iIBHcJ:l)V^XTGR 2 3-1 COTS. J miH^J^^TElTrfe^ 

[HI 0«7^TGR2 3 -B0t7K'14yD^ hiTfe5o 
mi Ui-^!B^i§7^XTGR2 3 - B (D7=L / ^lE^^Tm^ 
5 5o 

mi 2«^y MGR2 3<DB&7ktt:/n*y hiT^So 

HIl 3\Z—3C^m : NZ&Z>7V h T GR 2 3©7^y»J^tit^l). 
mi 4«FL I PR£^T$j^bfcM*<£>2ig£CDfcbTGR2 3-2U**> 

h (i-2o) \z&%tgr2 3- lm^cHomm&mi&fac a.^3r>mm± 

10 JW3Ht&**r. 

mi 5SFL I PR£JBV>Ti!l^Ufc«*a)iftg£©t: hTGR2 3-2 U#> 
H (1-2 0) tdcfc^TGR 2 3 - 2 ^CHOIfflj&^fflj&ft C a-T^>^_L 

Z>m&tf&z>) (l) |B^J#^-: l^rc«SE^iJ#^: 3T*b$n&7=:y 

, (2) IS^J#^t: 10*fct»J#f : 1 4T"gt)$n?)7$ y^SH^JtlWI— 

j wlwm sr-a^rr z> v^l - m b sre & ^ » 

JWEyK 7^h, vj7X, ^it^, fcy^, 1t;i/fc<H) <£>&6t$> 

25 £$BJ& P^fflfla, «EJ&> ^'U7» IMjStt. #ii 

;*it>^Am, ^>y)^/\>^mm. m^mm. ±&mm, n&mm 
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is<&mmm m. zimmmw (gi-iod , ^mmmmw (cx-i, g 
1-112) , ffif&mmm (lx-l gi-ih) , $mmmw (g i - 
102), wtiJBmmj&mfcZ) . &tt\z*nz<Dm&ift&&r 

5 zmm* m. h»©#sm£ m. mmm. *jhsj&& mm. mm 
. mmr^. mmrm. Mmm. mm. mm. mmm. mmm. 
, mvt&, mm. mm) . «s, ti#, w. mm. mi Hf% ^mm. 
m. m<D5* hik. mw. &m> mm. m. m<tw m> /w») , jo&lw, 
^bi, mjm. mm* m.Tj&. ^mih. mnsfom. miim. m%. mm. mm. j& 

io & m mas, &fzteshm%(DM^L<\$^(DmmmM < 

MEL, Ml, CTLL-2, HT-2, WEHI-3, HL-60, 
JOSK-1, K5 6 2, ML-1, MOLT-3, MOLT-4, MOLT- 
10, CCRF-CEM, TALL— 1 , Jurkat, CCRT-HSB-2 
, KE-37, SKW-3, HUT-78, HUT-102, H9, U9 3 7, 
15 THP-1, HEL, JK-1, CMK, KO-812, MEG-Ol^a JC 

T$Sffi5m£$3 5 0 96$k±. L < 6 0 ± 0 j?*U< tt*&7 0 

m&m^-. i *fcttfiE'^j#-^ : 3 T^$n§7$ ;mmntmmmzm~<D 
r^ymmm&ism-rzm&mtVTn. mz.tf. bb*ii##: i 

25 * : 1 &tt\m&m^ : 3 T?St)Sn5 7 5 / KIBEIS^-rsSeK tUMW 
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tmm mo. oi-ioot, &&v<\zmo- 5-2 o«, 

. IH^J#^-: 1 0 SfcOTa^iJ#-^ : 1 4Tt^tl§75;iffi^m^I 

Keo. '0 1-10 0f, ^U<(^0. 5-2 0.ft, <J;D$7£b 
Ttt, EBHMt: 6 4T?«3Sn575/l&fia?!l£*9 5 0XK±, 

25 &;rr*75/MB^&£#»fe>ft*. 
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(M, *U0. 0 1-10 0fi, »SKIi»0. J;D»SL 

10 *5fiM0l/t^-sastUTft (1) ®IS^J#^ : l £fc«ia?U 

3T^^^n^)T^y^iH^J' : l :, (Dl^fci«2fiamJi (£F£b<teu 1~3 

ofn@^, c£D$?£b<tei~i ommm. $e>^*b<tt^ (i-5§) 

15 jFjF^b<ttl — l Ofgl^m, $f)£^t<ttp:i .(1~5<@) ) ©7$;i^ 

mmm*<Dii£fzte2m£KJi (fl t *b<«, i~3om, «fco»*b<tti 

-lOflgft, $Sfc#*b<KMfcfl (1~5I) ) ©7$>>ifcjWfca>7$y'Bft 

20 (2) (DSB^Wt : 1 a^fcttBa^J*-^ : 1 4T?3&fo«*tt*7$ / 

^IB^iJ^coi ^7c«2M^± (fiFSb<tt, l-3 0l@m <£0$f £b< tel 
~10Ii^ S5fcff*U<H;»jB (l~5fi) ) ©75 /»#*5feb&7$ 
y^iH^J, (D@B^l#-# : 1 0 £fcteBB?W# : 1 4T*t>$tl«>7$ /BftBB2Rlfc 
l£fcfci:2ffl£Ui ($?£b<te, l-3 0fflgflE, «fcDJf*L<ttl~10|Hi 

25 ^ £e^?£b<«Mi (i — 5<h) ) <D7~z;m&tt-misfc75.smm&L 

(DIB3*J#-^ : 1 0 £fcteg2?iJ#-*§ : 1 4 T^t)Sn575 J MB#I*<B 1 £7cta 
2fiEU: (£?£b<te> 1-3 0M, «tD»*b<«l-l Offlig^ 

tc$?*b<tti^<@ (i~5i@) ) 07^yt?&%075yiTft$nfc7$y 
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~5{@) ) <D7^;MtfX%:l;feT^/m.mm. (D@B#i#-^: 6 4Tgt3$ni> 
5 ttl-10igl, 26k:£?£b<teM (l~5fl!) ) <DT2.;M&ttDWti 
± (£P£b<«, l~3 0{@*i^ J:DI?tl<lil~10ig^ ZZ\z!fr%. 

L<teM (i~5i) ) ©y^y^fiU^y^y^-emm^nfcT^ymiH^j 

10 £o 

15 OH) , ^j;V^v-V"h (-COO") , 75H (-CONH 2 ) m&ttX* 
5^ (-COOR) <Dfatr?£>oTfe<fc^ 0 

uuTXXfJH^^RtLTH X^;K n-^ntf;i/ 

>3^1a y i7 OA^^Jl//i © C 3 _ 8 y ^ □ 7 J^JH, m?L\£, 7x.~)l, a 
20 -t7?Mi:0C 6 _ 12 7U->)l/S, ^>>?;K 7x^fMi:W7 

x _ 2 £ <t> c 7 _ x 4 y ^ ;i/^;i/*<£> inux t. vxmm 

25 U-h) ^^bTW^m-ar, ^JV#^yM^7^ HftSfcttXXrM^nT 
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07$7l©fiiJi±©SlS (0iJ*.k£, -OH, -SH, 75/1, 5^V- 

io i o 3=fcfctga?!i#-5f : i 4T^$n^raymi3^j^^i-^i/-fey^-^eM 

JMfcftte, (1) SH^J#-^: l*fc«6B#J##: 3 T^bSn§75 7 Bffl?U 

^-rsu-fe^-^esc* (2) mmm^ : l O £fcte@E?«-*§ : 1 4t^$ 

20 n^X^y^IB^J^WT^l/iz:^-^!^ (3) @H*Wt: 6 4T; 

TKtt^Dy h^fc43^TM^^ (Hydrophilic) WSD 

^WSnfcfiS^S'&tr^^KT**. Sfc* BfeKte (Hydrophobic) fiMfc*— 

£?£L<tel 0 0PJ^±(DT^y^@S^J^^T^^^hVj:^^W^b^ o 



BNSDOCID: <WO 0231 145A1J_a 



WO 02/31145 



PCT/JPO 1/08977 



23 

L<t*#?J6 OSSEJLt, «fcDff£b<fcM87 0 %R_L, £e>fc#£b< tt«J8 0 X 
£Ut, &^Tfe^£b<te^9 0%J^±, **>#£b<tt*9 9 5x^a±®fflHfl: 
*b<ra\ i~±omnm, $&jcfiF*u<tt*ffl (i~5<@) > o7s;»*« 

;X2cb. ^©y$/miB^Cl£fcte2{[SR± (£F£b<te, 1-2 0 

10 <fc0^b<«l~10ii^ SSfcJfr*b<ttJfcffil (1~5<H) ) 

cD75/^ttlJnb, ^-(DT^ymSH^J^^l ^feH2f@^±. (£?£b 

^^o^^^Kttc*^*;^^^;^ (-cooh) , 

15 t^^^I/— h (-COO") , 75 H (-CONH 2 ) JfctiXXf^ (-CO 
OR) ^-sTtJ:^ 

mmm^v^o co»&sitbtn (w*.fck 'J>§£ 
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(2' , 4' -y^h + y7x^-kHP + y^^) 7x;^>m 4- 
15 (2' , 4' -y^h^x^-FmocTSyi^) 7 x>> ^Pv'tSMgfc: 
^Sr^tfSJlt**-r#S. C<Dcfc3fc*MB£m^ a-75-/2££fl!H£«6£«: 

20 ^t^^vtji^h- Fie^jEfcjRjssrMisu ew©sesi , bb<tta5^ 

itttlt DCC, N, N' -y<77°Ot!j^M^$ h\ N-X5PJI/- 
25 N ' - (3-^/?JI/7$y7°aU^) AMy^f$F^£^^^tl§. Z\n 
BKlck*Stt^fctt7-fe$flS«Ift!ltSlni»J (#Jx.te\ HOBt, HOOBt) £t 

txxf^s^HHooB txxfj^Lt^e>^i;j6ri7$yi©ffittft 
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N-^?WA75H, N, N-y^Wth7$H, N - ^ h° O >J 

io , or- 5 ox:(Dmmfrt>m%:m$i-£tiz>o ^mt^ntz.r^ymm 

, mmzmni. 5~4mmm\xm^z>nz>o x>tFu>^ffl^mh© 

15 ym&T-tT-Mk-F&z-ttf-v^&o 

^>#;i/#x;u, ci-z, Br-z, 7^>^i/^^#;i^x;i/, h'J7 
Mn7tf;K y^u^OV, t^)V^)V, 2 - -hD7xxHJV7xxjK 
20 ;i/3f?^y^ y^^--f ;k Fmo c feOTi^nii. 

tuiS3ri/)i>mte, y^^xxf-Mb *5p;k x5p;k 

ttl^7Jl/^JVxXr;Ht) , 77JV^^xXrJKb (#!]x.teu ^>^l/XXf 
25 ;K 4-XhD^>^l/X7fJk 4-^h^^>y^XXfiK 4-7PD 

^>$^x7;7\>k ^>Xt FUJi/xx-T^Wfc) , 7xt^^fJKb> ^> 
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5=-n5/>CD7xy-*;Ht*BfeS©«tt3£fcbTtt, MiH Bz U C 1 2 - 
BzK 2-zhD^>yJk Br-Z, # — U — t/^Ufc: ^e.n5 

tX^^XC^^^Z-i^WilTH Tos, 4-^h^i> 

io -2, 3, 6 - hU^^;i/^>-if>^;v^x;i/, dnp, ^>> ? ;i/^-^~>^^;u 

, Bum. Boc, Trt, Fm o c U EWM V> 6 tl£>„ 

, 4, 5-hU^no7i;-JK 2, 4-y-h07xy-JK zs7S*f)]/ 
15 /^^h07x/-jk HONB, N.-tKD^^^H, N 

-tHn^>7^M5H, HOBt) toxXfJW »:M^6n5. Ifi** 

fccksaTcfc^fcJBVs&ns. ±ffiiftfti3EiK:J:SJKWIjRjStt, — JKfc*U-2 0 , C 
25 ~4 0 t C(D?U^Tff73:t>n^^\ Kffla»C*5^Ttt, 09*.tf, 7X7-JK T7x 

H\ 1, 4-:/^>>^3— ;K 1, 2 -x^>e^:fr— ^^O^Ste*^ 
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ij^h77 ><zh > itffl n & n§ ;«tt±ia© 1,2- 

25 ft«S*Wit5 1 tick D SWO^ ^ H SRjfit* Ji t 

(DM. Bodanszky M.A. OndettL v>tyX (Peptide 

Synthesis), Interscience Publishers, New York (1966¥) 
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(DSchroeder&cfctAuebke, if K (The Peptide), Academic Press, New 

York (1965^) 

@$<mmw &&zm&&Y> £.{£&mmmm u sa«©^iv. 205, 

5 (1977^) 

15 l/t?FtbTH *^©l/t^-iei$3-h*tSDNA, mRNA^ 

-«IDNA, r^RNASfcttDNA : RNACD/W^U y HtfciK — 
-fe>7JI Cr&fr^ "PS&oTfe, 7>5P-fe>7JI ( 

'Atonnwim^mw rmpcRhJt&mmi 15 (7), mmm^m^tc^ti 

25 ADNA7-f^7'J- ±IBLfe» • ffl^**OcDNA, ±WBbfe« • ffi. 
^fi*OcDNAM^7U- £j£DNA<0V>Tm?fc<fcV>. ^-f^U-lC 

H^^V^-rn-eSoTfeckV^ ±f3bfc£BJfe • m^«fcOtotalRNA*fc 

^mRNAllT^^i^MbfefecD^ffl^TitMeverse Transcriptase Polymerase 
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Chain Reaction (J£TF. RT-P C Rmtm%FT%) (:i:ot^it§ ££&T? 

, ( i ) mmm^ 2 *^^ia^js^ i^&to&nzm&mm&tt'rzDN 

) Slrt5l/-l!^-ISIS3-Kt5DNA, (2) m^m^: 1 l^fctt 
10 M&m^'. 1 5 fib $ n^MIB^J^ t^t D N A, £fctefii?!l##: 1 1 

x>h^frTT7W7*U^Xt§DNA$tl 1 S3^J#-^: 1 0 *fcte6E?iJ 

e<o*£tt (flu u#>FiB^gte* 5^^;Mime3gftUHfc£) *^rr*U"ty 

15 ^-ieSS3-Ht5DNA. (3) 1H^J#-S§ : 6 5 TT^bSnsmSSE^JS: 
ttT^DNA, ^fcttBH^J#-^: 6 5T^b$n5iSi25fl$tftSDNA 
t/WXh'J >>>:c> K^#TT/W7*U^XtaDNA^tt, fiB#I#*§- 

20 1615:3- Ff^DNAt^n»Ot)OT'b ! ];V^ 

X h U > y x > h 7i^#T-C/N< y U ^< Xt § D N A t LT tt, #Jx.te\ ga#l 
U8 0%£1±> £D»£b<ter&9 0%J£JLt, £6K^£b<tefclJ9 5%^±(D 
gE£iJ#-?§- : 1 1 £fcteIB?U#-% : 1 5 T^b^ns^BE^^rrSDN A i: 
@E^J#^-: 1 l£fcte@2?iJ#-^: 1 5 T^b£n^:!£M3?'J<h&J 7 0 %J£*±, J6P 
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^l/^ 1 ^-^— • ^ p — ->2f (Molecular Cloning) 2nd (J. Sambrook et al. , 
Cold Spring Harbor Lab. Press, 1989) \zmm,(Djj&fcE\Z'<fc^T?T?3:o Z\h 

mM, ^KMl9~2 0mMT 1 S^U5 0~7 0t, 0?£;b<te$j6 
15 0~6 5t:©&tt£^T. thU^AiS^l 9mMl:SI^6 5<C 

<£9JM*Wfc:«* (1) BBaWf: 1 £fc«BB?Wit : 3TSt)$n575y 

4T*b2nsMEE*i£^T*DNA&£#, (2) mm 

20 #^§- : 1 0*fc«BH3?!I#-^ : 1 4 T^b $ n§ 7 5 7 ti^J 1/ 1 ^ ^ 
-iei^3-Ht^DNA<i:LTH @B^J#-*t : 1 1 *fc&BB#I#-ff : 15T 
^bStl5iSiB5iJStttSDNAai:75t, (3) IH^J#-^ : 6 4T^Stl 

#-5f: 6 5-egt>$n^ISi5^J^ft?)DNA^Ml^ni., 
25 *^05W-fe^-ieS*3-Kf§DNA(DlSiB5!lO- SB, SfctttD 
NAtfflffiW^ffiSiB^JO-aiSS^bT^S^U^^V^Httt, TIB CD ^ 
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*5Vittft€StifcGSaR*Sai/t^-SfiKSn-HtSDNA 
Kitted© 5' j^^\Tt°>;i/-y, 5' Utf— • 

k 5' tt^MRmtt, #u^^Hawwj&3i«>, lei^-Km OR 

F«IR»jh3H>, 3' *g&fsMR1£*& 3' »/1U>Fn-A«& :fe£^3' 
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A, — ffiDNA, Z*iRNA, -*iRNA, : RNA/W^ 

ntzMffii<K>%>2>%<0, ^r^yy<DH^h(D, *^Mk£ntz.1s<D, im&±<D 

10 (^Jx.^, ^^n^x-K zfr^n^^x-hfc.if) £££ 

> T^7U> ? >, V^l/>&£) <£J$^*>©, bfc&m ife 

15 Mm'&&>b-D&m. -from. mim.V'&mtsLE) 7;^msi 

25 ^0jOT>^-fe>X • tfVX&Uttb mm.) RNA, DNA, 

V^fM^tlfc^ (RNA, DNA) T&3 0 ii$nfciS®MMtlT 

$nsfe cd Tito i*. *^©7 >3Hr >x^^co j; o fcjj&"ctfr& v<wz 
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5 Z.5\sT&m*m&ftm'VWL&<%\*>nx&*), fll*.fcf J. Kawakami et al. , 

Pharm Tech Japan, Vol. 8, pp.247, 1992; Vol. 8, pp.395, 1992; S. T. 

Crooke et al. ed. , Antisense Research and Applications, CRC Press, 1993 

*firr 5 J: 5 fc« < ^ U U >© «t 5 ^ U * ^ ttUfcJKfc ©fflSfIMB * 

15 ^v^fcj^TK^ofecD^vf ens. ttjn-rsfcfi^b^jit 

20 M^@Hg$nfc^^^yfflOSlr> x^rV^^l/T— if, RNaseS^ 

zv7— if^^s^srB&ih*rsfc«><z>fe©j&^f ens. eiab/t^^^yffi 
3-;v&ttD*tbfcaftS£^»Ttt^nfc*ifeScD««3£*«^tfsns)&«, -tn 
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©cDNA, ±!abfc«-II»(DcDNA7<y7U- MDNA©V^ 

m - m&£QmRNAWft&mmiVfZh<D&m^Tl&m.eveise Transcriptase 
Polymerase Chain Reaction (J£TF, RT-P C R&tffl&frrs) ^J:oT±iiji§T 

10 1) @3^iJ#-^ : 2^fc«@B^J#^- : 4T'ib$ni>ISiH^mt?.DNAO 
^^SIH^iJ^^-r^DNA, (2) @H^J#-^: 2 ^fc«@B^J#^ : 4Tit3$ 
ft£&KgB^J£^*r&DNA£:/Vf * HJ >S^>b&^f£TT/W:/uy-f 

tt^DNA, (3) IH^J#^: 1 1 £fcte6B#J## : 1 5^$n^MIH 
^J^Wt § D N A^^MSiB^J^tt 5 D N A, (4) IH#l#-*§- : 1 1 £fc 

«se^j#-^-: i 5 n§Mie^j^ttt § D N A t/N< 7 b 'J >y x > 

20 : 1 4T^$n-57^y^@B^J^*-r^MfiM^y5 L b*i:^K^{C|WlKO^ 
F-rSDNACD«^4ft3£Ba^l&^rr*DNA, (5) @S^J#^ : 6 5Tgb$tl 

*^E3?«&^*r«»DNACDffi^ffi3£E5ii*^r-r*DNA, (6) mm 

6 5T?^Stl5lSiB5!I^ft5DNAt;W7hU>^x>h^ 
25 #TOW^U^XT§DNA^tb, IH^iJ#^- : 6 4T^$n§7$yi 

^r^fT&D N A7£ ^ S ft£>. 

@B^J#-*§: 2^fc«MH^iJ#-^: 4 T^t) $ tl^ME^J ^ 1 1 1 SDN At A 
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5 §E^I#-S§ : 1 1 £fcte@B3Wt : 1 5 T^b£n£>&MS#l£^rr£DN A 
<L / W X h U > ^ a: > h W ^'J^XnDNAtim 

IE?'J#-^ : 1 1 £fcfc£gB?!I#*§- : 1 S'V&t>'2tl2>mMmm£.m7 0 %J^±> 

%J^Ji©fflI^14*^TS^SSB^J^WTSDNA7a:£^ffl^e>nS- 
10 6 5TStoSn5ilSE5!imt*DNAt;W7h'J>^x> 

^/7^-^c:lI^^^DNA^^BJ(Dl/^z^— gu&sw*^ 

20 ^^n-HT^)DNAifM- s bb<«'ar^DNA^fflV^T^bfe ! t)Oa:<7)A-r , 7* 

#iJxJ£, ^l/^rj.^— • ^u — (Molecular Cloning) 2nd (J. 

Sambrook et al. , Cold Spring Harbor Lab. Press, 1989) K:i2*6<£dji£ft<i:lc: 

DNA<D&&Ba#l<Z>^&H* PCR^W^yK #!ix.te\ Mutan™ 
-super Express' Km (HO ) , Mu t a n™-K 

MB (#0 ) ^F£JHV*T, ODA-LA PCRS, Gapped duplex 
$£, Kunke 1 ife*£<D&fcIG>;£i£&3 V^«n& fc^fc^fefcftoTfT&S 
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5 U £fc3' ^WctefSlRJ&ikn F><hbT©TAA, TGAJfettTAG* 
fLTViTfeckK 2in6)<D»iRM^ri K>^»afiiJ»jhn H>«, MSfc^jfcD 
NATW-^fflUTfflt^uifeTt^o 

10 DNAI^Jt^j^^^ 

^^^-tUH ^SS^CD^^^S H (09, pCR4, pCR2. 1, 
PBR322, p BR 3 2 5, pUC12, pUC13) , ttflfi^y^X 
^ F (0!k pUB 1 1 (K pTP5, p C 1 9 4) , ^«S5t€y^X^ H 
15 p S H 1 9 x pSH15) , A !7 t — i?f£ 2£<D/^£7 U^"7 7 — y ( l/hO^i" 

Al-11, pXTl, pRc/CMV, pRc/RSV, pcDNAI/Ne 

20 bTiiWcn^n^-^-T^n^^^^fe^T^cfc^io en*.**, nmmm&m 

itbtfflV^i^t SRa^Pt^-, SV40yn ; £-^- LTR^ 
— 9 — , CMV^Dt-^-, H S V-TK^Dt-^-^ 

25 Jl^c ii^XyxiJt7HTS§f^fl trpynt-^, lac^ 
n^E— ^— , recAyn^- APLyut-^- lpp^Dt-^- 
ttEE^VI^l/X^mT^^^H, SPOl^n^- SP02^ 
nqE-*-, penPM-W, it £*Wre& PH0 5 7° 
Dt-^- P — , GAP^Q^- ADH^Dt-^-Ji 
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5 V4 0 o r i t.mWt%>Wi^&Z>) ft^f^tUTV^ fc(D£:JE V>5 £ t^T 
l^-*-iUTH fll^tf* v'tiFnS^MTC^* (J^T, dhf r 
izB&ffc-r itfcT (^yhm-h (MTX) Wtt] , T>tf-> 

fcl^ (EAT* Ne o r £m%FTZ>^&&&Z>, G4 18114) ^F7Wtf£>ft5o 
10 «J#fc, CHO (dhf r-) «ffl^Tdh f rifif SIW"7-*-ttt 

^;HE#U Omp A /^WJ^^f^\ ^rtVWl^JSIMTf&S^fcj: 
MFa • ->^^-;l/@H^J, SUC2 • is#1r)\,MWzE* m^L 

xs^U hTIiOft^tbtft xyx'Jk7oU (Escherichia col i 
) K 1 2 • DH1 VXui/—Z?>>fX - • If • tvatJl/ • 7^-7^- - * 
25 ^ • 1Mx>v~r>C • • If • xl— xxx— (Proc. Natl. Acad. Sci. USA) 
, 6 0i, 1 6 0(1 9 6 8)] , JM10 3 [j* Vv 9 • T^vX * U if— 
5", (Nucleic Acids Research) , 9#, 3 0 9 (1 9 8 1)), JA221 [>? 
^— • 3r7* - ^El/^o.^— • ;Htne?- (Journal of Molecular Biology 
) , 1 2 0#, 5 1 7(1 9 7 8)) , HB 1 0 1 iz?^—T)V • JrZ? • 
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7— - n^jTUV— , 4 1i, 4 5 9(1 9 6 9)] , C 6 0 0 (^f>fy^ 
7< (Genetics) , 3 9i, 440(195 4)] , DH 5 a CInoue, H. , Noj ima, 
H. and Okayama. H. , Gene, 96, 23-28 (1990)] , DH10B (yny-y>^X 
• Or? • If • tvat^ • 7JJzr^. — • • -tMX>WX If • x- 

5 XXX- (Proc. Natl. Acad. Sci. USA) , 8 7i, 4645-4649(19 
9 0)] fcifjWB^ens. 

AWIItbTH 0H*.fc£, A'^^X • X^Jl/X (Bacillus subtilis 
) M I 1 1 4 [>>—>, 2 4#, 255(198 3)] , 207-21 (S^ — :f 
JI/-t.7 , -/Ht^5XhU- (Journal of Biochemistry) , 9 5i, 8 7(1 

10 9 8 4)) ft^fflV^nS. 

if tbTH if^^JD^-r-feX • -tl/tiS/X (Saccharomyces 

cerevisiae) AH 2 2, AH 2 2 R~, NA8 7-11A, DKD-5D, 2 0 
B— 12, v N /ify;fr DT-ftX • (Schizosaccharomyces pombe) NC 

YC1913, NCYC2 0 3 6, tf+7-/Uh'JX (Pichia pastoris) & 

15 £i&*;H^S>n£>. 

3fctsfrffc;*fflfl& (Spodoptera frugiperda cell ; S f MM) . Trichoplusia ni(D4> 
J3i*^(DMG im%£. Trichoplusia ni (DW (DHigh Five™ £IHJJ£> Mamestra 
brass icaeS^^fflfla^fe^Estigmena acrea&^©ifflfl&&£j&*m>S*l5. 
20 jl/X^BmNPV©l^l Md33fe$^Mj& (Bombyx mori N ; BmNili) & 
<H7^7B^£>n£o i£S f &B)&<hbTte, #J*.fc£, S f 9*ffll& (ATCC CRL1711) , 
S f 2 IfflM (J^±, Vaughn, J. L -f > * (In Vivo) , 13, 213- 

217, (1977)) fc£j&*ffiV>&ns. 

25 (Nature) , 3 1 5#, 5 9 2(1 9 8 5)] . 

ftftiliatl/TH 09*.fcf, 1t;H«COS-7, Vero, ?t<--XA 
AX^-MCHO (ETF, CHO*tl§fB) , d h f r itfe^ii^ W X 
-XAAX^-MCHO (J£TF> CHO (dhf r") SHMStBSfH) , V'yX 
?WAtT-20, 7^X$XD-7«, 77hGH3, t'hFL 
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xyx'j t.7mm&MMmmTz>\z\z, mx.te, yn>—^>^x • • if 

Proc. Natl. Acad. Sci. USA) , 6 9t, 2 1 1 0 (1 9 7 2)1=y-> (Gene) 
5 , 17#, 1 0 7 (1 9 8 2)fc£\Z$Zm(D^mz'&'DTftt£V^htfx~%Z> 0 

)V - V^"ry(v97s (Molecular & General Genetics) , 1 6 8#, 1 1 1 ( 
1 9 7 9)fc£K:fBf&(D^K:*£oTfT&^ 

10 Methods in Enzymology) , 1 9 4#, 182-187 (1 9 9 1) > rfuis— 
>>>^X • ^ • if ■ ±^b±)V - T#5r5- - • ^x>HX • ^ - 
if • ^-1X1- (Proc. Natl. Acad. Sci. USA) , 7 5t, 1929(197 

15 Bio/Technology) ,6, 47-55 (1988) fo£fc:fBife<B:£i£K:fi£^>TfT &5 21 
5. 

n— ;k 2 6 3- 2 6 7 (1 9 9 5) mmftMfr) ^ ^o.Dy- (Virology 
), 5 2i, 4 5 6 (1 9 7 3) KlE^C^fcfie^Tfr^^ 
20 JKD.WfcUT* GgeR*!fi;S!Hi^-|ieR*3-l«-rSDNA&'&^r 

-r * sss^ * ^ - Tj^Hteift 2 n fc j&kiesm* £> . 

25 , 09*.«, ^;m-yU T^Xh'JX -m»ttJR», 5/ a ^iltbt 
, *if-f>, ^x^x; *SSu AWy 3 i»^*0li^fcHWillI, 
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/tmM9^l C5^~ (Miller) , i?^-±)V • *7 • x^T^U ;* >V 
- -1 > • ^U^zl"?— - z/x.^'t-j y&Zs (Journal of Experiments in 
5 Molecular Genetics) , 4 3 1 -4 3 3, Cold Spring Harbor Laboratory. New 
York 1 9 7 2] j&t$f£b^„ Z.Z.\Z'&Wzfo£. D 'Jn : £—& — %;%})^<Z: < 

— (Burkholder) fiyhigife CBostian, K. L. <b, r^D->— i?>^X- 

15 • if • ^-^a^-;i/ • 7*5* a- • • it-r x>-><x- ^-y • if * n.-x 

XX- (Proc. Natl. Acad. Sci. USA) , 7 7#, 4 5 0 5(1 9 8 0)] *>0. 
5%#lf^/M£^rr ; 5SDJg*tiJ CBitter, G. A. £>, TXa->-> ? >^X- 
• if • ^b±)V * - - ^ • ^X>WX • :f7* • if • xl-x 

XX- (Proc. Natl. Acad. Sci. USA) , 8 1#, 5330 (198 4)] $m 

Grace's Insect Medium (Grace, T. C. C. , *<f^*- (Nature) ,195.788 (1962) 
25 igl©pHtt|?l6. 2-6. 4 HPSf 3<£>/W£ bV> 0 i£«teo®S^J 2 7 

~2 0^CDJte!S4 i Jfii»*'&trMEM«fl& (iMX>X (Science) , 12 2i, 
5 0 1(1 9 5 2)] , DMEMigifi (^DD5?- (Virology) , 8#, 396 
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(1 9 5 9)3 , RPM I 1 6 4 0 ii?f—r)V • 3r7 • If • 7* U#> - 
^x-f 7Vvx-y3> (The Journal of the American Medical 
Association) 19 9i, 5 1 9(1 9 6 7)] , 19 9^1 (^□y-i?^- 
• if • V-it-fXf^ • :7* — • if • /^^-n^^f^ • j*5^f ( 
5 Proceeding of the Society for the Biological Medicine) , 7 3#, 1{19 
5 0)3 SMV^n*. pH^6~8T^5(D^^bK J&^teiiS$J 
3 Or- 4 O'CTi&U 5-6 0 BtPmlffftV^ ^t^CTl^i#§j|i§ 0 

hu h>x- 1 o o T % £©^iffi'^J^tsnt^T t> i i/i, mm^izut 
^^o^w^jftnisrfijffl-rs^, Mffl-mmmfc? u ^yv^h — & acorn 
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15 fectV^o 

20 C^ey * n-^-;i/^t{*:©fP«} 

25 >H$fi^l/Tfe«kK ^#«ilS2~6il@HllU'ro, tf" 2 ~ 1 0 ESSff 
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<D^S C*^*- (Nature), 2 5 4 9 51 (1 9 7 5*0 ] 

tarr* m&temmtisxte* mx.& ^uifu^^un-jv ( 

peg) sns^ jff*u<ttPEG*^^e>n 

10 

#ilHi»<hbT^ WAS, NS-L P3U1, SP2/0^W^ 

ftt#1KJfilfflfla»t©ifiF*l/ViJt*ttl : 1~2 0 : lg«W3, PEG (£F 

£b<te. PEG 1 0 0 0-PEG6 0 0 0) # 1 0 ~ 8 0 %g£OD«gn?«sJjn 
15 Sn, »2 0-4 0t, ^L<^3 0~3 7tT^l-10^M>^ 
- ht§ ^ 1 1 J: < 
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c M?L\t. 1~2 0%, £F£b<tel 0~2 0%©WMmRPMI 
1 6 4 0ig«6, 1-10 %<D«Jj£lfiLtif I Tigift (Wfr«Xit ($0 

) Ifcft/W^J F~V^Sffi^jto?f^ (SFM-1 0 1, BtK-MM ) 

(b) ^ey ^o— ^^©mii 

8c, (09, DEAE) fc«fc«KJW3|»^ jS5frfr«s, 

15 U £ n -^;i4ri#©fM] 

20 ^i^IUbT, ttfl:©»l«*S«SrfT3a:'5 21tfc«fcOSttjfiT?€rS. 

muho&E(Dmfe&^^mt£^T%&^-t)K mz.te* ^>mi >, 

25 #->iMn^n:/u>, • 'J N • At yy^>f ^HJtTA 

y^lK^fU #$J0. 1-2 0, $?^b<«^l~5©fiJ^T^7 p ;i/$-&^>^ 
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5 iis^j2~6M«^iiH!*ro, tt^j3~i ommmnuoz-h^-v^^o 

£ U < «ifiL^^ 6 § £ £ tf-Vg & o 

15 (2) *%W<OGSeK*!SS^^--Sa«©«tB^fcH3S'r*^S 

cD^B&*«k^/*fctt«&!*3W, (3) ae^WnW. (4) *58§a©U-fe^- 

(5) ^mm(Du^^-mBn^rciu^(D^^^^(Dmmm^^ 
^^it^m^m-r^^mmm(D^m^^isy^rz.nmmM. (6) *^©g 

20 S6«ftfiS!l't^-SfiRfc^t5 U ^> FOSlffi, (7) *»MOGSE 

T>^d r -Xh^n <DX^U-~>^f&> (8) ^BlCGIfil* 

•&^<b^©x^u-->^^ (id mmm^n^mm^u^^- 
&&&xt/2zfc\z%imms (12) *mw<Du±7°?-mmmibV<te^:<D$m 



BNSDOCID: <WO 0231145A1_I_5 



WO 02/31145 



PCT/JPO 1/08977 



46 

c^i/-fe^-MSM^<hiii§i2-r^^^fe^) , if-mmv^L-f* -manure 
tssiBT^^^s^) (Dmmz-D^x. ^Tiz^mzmm-r^o 

15 (1) *:^0J(7)G^e^^^l--fey^-Me^^T^U^>K (T:=f~X 

te^^ta, ifmm<Dv^^-mBn^tc\t^<Dm.\zn-t^^^y^ cr=f— 

^^-tV-rh\ nl/^h^-X >f)V&^>. -feDh->. ^^h->, 
25 -a-n^HY, ^tf^-f h\. >, Avyi/«;->X t^/hyX P 
ACAP PACAP2 7, PACAP3 8) , U^>, ^;U*=f>, 

#;i^>b->, 7Hl/;^^aUX V"7hX^>, GHRH, CRF, AC 
THL GRP. PTH, VIP (;W7^f^f^ <>f7f>ft;i/ T>H 
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«J>, 7'?z?*-> s CGRP (*Jk> hn >^->U Iz-f'f 7 K^^f H) 

, 7f;->X 7h^t'JX (M> IL-8, 

GROa, GROjS, GROr, NAP-2, ENA-78, GCP-2, PF 
5 4, IP-10, Mig, PBSF/SDF-l^£«CXC^-f>it^7 
75U-;MCAF/MCP-1, MCP-2, MCP-3, MCP-4, eo 
t ax i n, R ANTES, MlP-la, MIP-1/3, HCC-1, MIP 
-3a/LARC, MIP-3j8/ELC, 1 -3 0 9, TARC, MIPF- 
1, MIPF-2/eotaxin-2, MDC, DC-CK1/PARC, S 
10 LC^^fCDCC^r^E^Oity^y^U— ; 1 ympho t ac t i nUE(DC 
trtt^ >V?7t^ U— ; fractalkin eU£(DCX3 Cr^X-O 
^7 7^U-^) , X>F*feU>, X>T-D^fXhU>, t^^S>> XrL- 
n^->->>, TRH, A 0 >^1/7t-<7^^U^^F, #^x>, U\/3jvX 
7 7^>St (LP A) , X7-f^»l-U>8&^) (Dftil^, ^Jxii t 

15 b&rznmm>m<® m%.&* v^x, 5>>k o->, ty^, 

, IS^iJ#-^ :3 5, @H^J#-^ : 36, @B^J#-*f : 62, @3?iJ#-*t : 25, @S^iJ# 
^: 26, @H^I#^- : 2 7 , §B^J#-S§- : 4 9 , iS^J#-^ : 4 2 , iB^JS^" : 4 3 
, SB#j#-*f : 4 4 £fcttBB?!l#-ft : 4 5 T^$n§7$ / ^BB^IS:^^^ U 

iWcAMPW, «ficGMP» -fy^h- ;wu>ks^ «uisik« 
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<smm b & , w o u-t ^ - s e R u < ©4ft * tt* 

25 , 7^)Vzi U >Mt, »Ca 2 m McAMPM, WcA 

MPm McGMPm -ry^i — )vv>mM9=* mm%n<sami> m 
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>mi&m* 7^)vu^ymm. fflftca 2+ m mcamp^ m 
5 isrtcAMpm McGMPm -r/^i — )vv>mM±, mmmm& 
m&ftwmvKDV >m<t. c-fos ©fi&M, pH(D{gT&££{£irr 

20 R&3-H"rSDNA»fM-**S^lb*«Blfitc:*Ab, ^ne>^<t<M$t 

i^^nO^JlX (nuclear polyhedrosis virus ; NPV) OD/^U ^ H U >7 p n : e— 
S V4 0 Si^cD^n^— ^ — , H-a^j^ya^-, ^^n^ 

(Nambi, P. if • >^-^;W * jrzf • /M^ni^jJP • h U— (J. 

Biol. Chem. ) , 267#, 19555~19559H, 1992^3 KfBffctD^fefcitEoTfT? £ <h 
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5 feck^o 

^^n^Hi^^^i^V^c iS^i^SibTH Potter-ElvehjemSU^ 
^itLTfflV^n*. 0iJx.«, SIHJ!SSfcM££:<£Si (5 0 0 r pm~3 0 0 0 r 

pm) xmmm mn. i^i^io^) ^ou ±«^$e^^ (1500 

20 0 r pm~3 0 0 0 0 r pm) Til#3 0 #~ 2 F^jgifrU &*>tlZ>t£m&f& 

, lmmmfcy 1 o 3 ~i o 8 #tt&&<z>#W£u<, io 5 -io 7 7>f^ 
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5 mmvtzumt&mtvTU, em , c l25 n > c ,4 c] , c 35 s^ i^a-v 

, A'V^l/^yX ^>-b:/>, PACAP (#U PACAP2 7, PACA 
P3 8) , ^LfVJ-y. tf)ltl3>, *JW>h-X 7Kl//^yaUX W 
10 b*^>, GHRH, CRF, ACTH, GRP. PTH, VIP (AV7^ 

5P>, b*-^3L>, : E^U>, T^U>, 7*7i?*~>, CGRP (^S/h- 

15 _ a -_ :7t ^ij_ il-8, GRO a, GRO/3, GROr, NAP-2 

, ENA-78, GCP-2, PF4, IP-10, Mi g, PBSF/SDF 
- lteE<DCXCr^*J-(>V77T^V- ; MCAF/MCP-l, MCP- 
2, MCP-3, MCP-4, eotaxin, RANTES, MIP-lff, 
MIP-1/3, HCC-1, MI P — 3 tt/LARC, MIP-3/3/ELC, 

20 1 -3 0 9, TARC, MIPF-1, MI PF-2/eo t ax i n-2, M 
DC, DC-CK1/PARC, S L C^£©C C^^f >^7 7 ^ U - ; 
1 ymp h o t a c t i n^^C^M >^ry*y 7^ U— ; fractal 

□ ^h'JX fcy;^>, Xcr— n^>:y>, T RH, VT^J vtri£ 

25 U^^-fh\ #^X>, U\/*^7 7^>Bfe (LPA) , y;^^>=f~>>l 
-U &£>W*, @B^J#^- : 33, @B3Wt : 3 4, IB^J#^ :3 5, IB^J 

#-*§■ : 36, g3#I#-^ : 62, : 2 5, @S?iJfH§- :2 6, IB^J#^ : 2 

7 , @H^iJ#-^ : 49, :42, @E^J#-St : 43, @B#I#-^ : 4 4 
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5 mm-r&o /ty7 7-l:H pH4~10 (lSb<fipH6~8) <Z)U>&A* 
777- hUX-^A'>y7T-^^(^U^>H<hl/iz:y^"^eMch(D^ 

si^bft^Ay 7 7--c*na^f ntfej; v^. ^^^Srig^s 

fSgK)^ CHAPS, Tween-8 0™ (S3E-7h77t) , z?#h — 

-fey^— -^U^f> HO^^X.§@WT'PMS F, D-r^^>, E-6 4 ( 

TtfSo 0. 0 lm 1 ~1 Om 1 (DUtUttf—mmz* — (5 0 0 0 c p 
m~ 5 0 0 0 0 0 c pm) CO [ 3 H] „ [ 125 n, C 14 C). C 85 Sjfc£T 
15 ^W^i (NSB) S»5fc«>n*jfl 

^©^^©K^b^^in^fcRJS^i-^feffl^-rs. £j&te^o , c~5 o 
20 fesv^iT-^^^-^w-a-rs. (b) (ns 

B) £3l^c#^>h (B-NSB) *t 0 c pm&ill^Sli^b^**^© 

AMPm IfflirtcAMPm ifirtcGMP^ -fy>'^-;i/U>M 
MJJi«$:«, «Bl&rtSeHoU>Wb, c-f os©Mk, pHcoig 
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a*&^r -r s smswsss ^ «fc xtkm mm & »^ ra, k^mpp** K*rr * &«9 * ^ 
io ai^aiiwf^ffl t vxukmr § c £ an? €? 

Hanks' Balanced Salt Solution (^^3|S) 0, 0 5 yjfiiiTJl/ 

lOW^TMb, 3 7X:, 5%CO Z s 9 5%a i r T2 H^tl/fcfe© 
25 o 
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f> dmso. )\,m\z.mffi-rz><> 

mmt^t.nv%<D%: 1 o o~i o o omm^mmzmm-rz* 
5 2. mmm 

(D12 t^^sm y h b w © u-t ^ -n e ksss c h 

10 ^^DSfefe^H^^^b^SrS u \ imxx&< 0 

(DR^Sr^b, lml©MMT3»T5o jJfflfl&KSS'&bfcgl 
l^^k^^O^N NaOH-l%SDSTi»U 4mlO»y>f 

15 jrrs,, 

3W>7h^X tOh'X *7h->. "a-C^^FY 

20 , ^fcf^-f /tV^l/yvX ^^->h->>; PACAP (09, PA 

CAP 2 7, PACAP 3 8) J^V^>. >f)Vts3>, ^Jk>h^X 7F 
W^'^a'JX VVh^T^X GHRH, CRF, ACTH, GRP, PT 
H, VIP (/ivr^r^y -f>fXf-f^ 7>F UIz-f^yF 
^T/^F) , VThX^fX F-/1==>, ^U>, T^U>, ^7^— > 
25 , CGRP (*Jk> h->i?->U V-f^f y H) , D-f^h'JXX 

U^U>, y^O^-ZWT^'J- IL-8, GROa, GROj3 

, GROr, NAP-2, ENA-78, GCP-2, PF4, IP-10, M 
i g, PBSF/SDF-l^^CXC^O^j^U-lMCAF 
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/MCP-1, MCP-2, MCP-3, MCP-4, eotaxin, RAN 
TES, MIP-lo, MIP-1J3, HCC-1, MI P — 3 a/LARC, 
MIP-3J3/ELC, 1 -3 0 9, TARC, MIPF-1, MIPF-2/ 
eotaxin-2, MDC, DC-CK1/PARC, SLC^OCCn 
5 >-^yyy 5 D — ; 1 ymp h o t a c t i nUEcDCr^t}^ >V?7 r 

^'J— ; f r ac t a 1 k i n eft^CDCX 3 C^^K >V77t^ U~^0 
, x>h*-fe>J>, x>fn^xh'JX tX^^X -a.-n^>i/>, TRH 
, /^>^l/T^>c ^^^U^^-f h\ #^~>, U^X7 7?y>i (LP 
A) , X7^f >=f->> 1 - U @2^J#-^ : 33, K#l#-*§- : 3 4. gE#I#-# 

10 : 3 5, gE5U#-f§- : 36, @B?J#^ : 62, @B^i#-^ : 2 5 , @E?iJ#-5§ : 26, 
K?U#-S§- : 2 7 , @B#]#^§- : 4 9 , @B^J#^ : 4 2 , @H^J#-^ : 4 3 , m&m^ 
: 4 4^fc^J#f : 4 5 T'iSn?)75 7 ^IB^J^WT^^U ^=f- 

(2) ^0j<DG^eM^^i/-fey^--^eM©M^^:^ii]g-r^)^acD 
15 ^m&xxs/izt^vfemM 

_twa (i) o^tc^viT, ^mw<Du^7?-m&mztt-rz>vfi>\z&m 

^fe«(Di^i/-fey^-^e^^r2-HT^DNA^, ^mm<Du^^-mmm 

20 ^^<h^T#^)o 

5feb7bD, (D (-f) ^^Olx-fey^-MSS^n-H-r^DNA^^S^tcS 
25 -^b^^ii-^ClttCcfcoT, (P) ^^^^^^^^0^(7)1/-^^ 
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— ^ *5SfBOI/t^-I6ISn-h*t5DNA (J£TF, #3§BJ1<7)DNA 

# n # y-fe;!/^^ e t b ti& □ m \z , & z> ^ tt* fe b < *±^nj[^©^«j ^fF 

-H*r«DNA&^a^wk:ffi8&e»ns^flicDfiflE, sftso, mmn. it?* 
mzm ifiTifnt znttez-D xmMT sct^Tts. Jin e> n 
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hj^a&<h) ^£*sffl^e>n, 3fiSis*»«s&»J, 09*-fek 7)vu-jv m> 

n-Jl/) . #M*>telMSiSttSl #U V;i"*-h8 0™. HCO-5 0 
ffi©PiA»«» <0!I*.tok 7*;K tfU^'tys^ ^3?. Ozy. 

iBpa^o*^ -M^x.^ (6 0kg 

tbt) l^^TH -Hfc^ft.0.1mg-10 0mg, »*U<««Il. 
0~50mg. «J:0»*U<»jKll. 0-2 0mg^5. #ln^CSW 
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V>TWu — BtOfUO. 0 1-3 0mgg^, jr?Sb<tt^0. l~20mg 
<kD#£b<tt*$lO. 1-1 Omggg^IMtI<tD^t§©^f 
5 SB'&T&S. fi&CDi&JKl©^*), 6 0 k gSfcOtd^bfeSSrS-^TSClt^ 

mmz&*tfi* mn&*<D&&* —HBLmzmz-fc Sit (eokgtiT) k 

:fc^T«, — BKO^iftO. lmg~100mg, $7*b<«IUl. 0 — 5 0m 
10 g> J:0§?^b<«^l. 0~20mgT^5. ^P^^^t"^^^, ^ 

ftli^JOflrHI^RH M# (60kgtbT) fcfcvvrte, - 
Bfco#$U0. 0 1~3 0mgg^ £?£b<te^0. l-20mggt, 

15 o mowiywm&tbs 6 o k g^feo^asbfcs&fs-^-rscit^-c^Sc 

(3) itfc^tUr^J 

(011*. fef, <y-+Mr, -fx, ir;i^ 

20 NASfctoRNAOlf Gtfc^Sfir) S^WT 5 H 1 3&*"Pf 5 ©T, WLtf 
, iDNA^cttmRNAOil, WS^fgfF-^ iDNASfc 

U^t-ya^PCR-SSCPS (Genomics) , g§5#, 

25 8 7 4-8 7 91 (1 9 8 9^) , zfU^—zSyPX - • If • ^a^l/ • 
7^x5- • ;tX* • 1M x>y-fX • • 3.— xxx— (Proceedings of the 
National Academy of Sciences of the United States of America) , 1861 
, 2 7 6 6~2 7 7 0I (1 9 8 9^) ) tZ.E\Z£ QmfofZ ZL <hj&*T?^5. 

(4) ^mm<Du^^-mBm^rc.\^(D^^zf^^ommm^mt^^: 
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5 r&:bi3, ^hjh, mx.& (i) #b bm%W]m<D<X)!km. ®^<Dmm 
, ®mm^^mvrzMibv<temM, an ^^fl^^^n^ 

mzte£KT(D£ o \Z bTff & o o 

(D jEn&z>^umm^)Vit\i vmmm m%j&. y 

it^, t7^, tf>\ 

15 isi^m, jfiL/EisT^. $mm* tftmwtmzE) $>^>\mmm7,hU7, mm* 

TaqManP CR^t'Of^fflV^ £ tfc: J; O'^g-TS £ 

(i i) *^hj(d i/t^-ies^t< itton&^-y?- h ^wr^nu 
mfc*±B<Djjmzm^uis, mmn^mmz^n^mm<Du^^-m 

25 eRSfctttfiDfli^^HOmRNASHfilfcbTJli, AWf* 
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(ii) J£M$K^£#&^V>Jg^ 
^^^FCDmRNAS&JM. #?#ff £ - ^ Kick t>fT&5 £ £#*Z?#£o 

25 <b^$lT? , &-=>X 5 fe>«fc.V*o 
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5 Tt5 a 

fi&©n8«J&«l MM** 77K vtf*, ^li-^r, bys\ 

10 fccfcDg&ttfcSa** «P«#©»^ — JKWKl, fit (60kgt 

LT) K&V^TteU -HCOf^O. l-10 0mg, Jff * < 1 . 0~5 
Omg, «kO$f?Sb<fci:*n. 0-2 0mgt*S. ^iPWCSW^tt 

j&t, 0a*_fc£, &ttm<DJ&'V\Zffi1%MZ-&. Hit (6 0kg£UT) ^^Tte 
15 , — BlZ-D^mo. 0 1~3 0mggl, $fSL<^0. l~2 0mgg^ 
cfcDEPSKKM&O. 1-1 0mgeK i &#iRaStt«J:l)19:#T*O3&«»»^"e 
££o fficDt^tf)*!^^ 6 0 k g ^fc 0 CtlbfctSfiWS H 

(5) ^mm^u^zf^—mBm^rM^^m^y'^^^mmm^mt^^ 

25 5Jli:^'T?#S. 
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©Misfit (^ItL^ D-y;nf 1 — )V, d-t>-H-;k »t;^- 

. ^<^->f4#M?g'[4^J (0iK #iJVM-h8 0™ HCO-5 0) 
&££0fJHbT*>«fc^. ifttttTH #l£k£, 3f^, 

25 a-fc, ±fE^K • #a^«, <09*.kf, u mm 



BNSDOCID: <WO 0231145A1_l_s 



WO 02/31145 



PCT/JPO 1/08977 



63 

momum® mx.&. 7*;K v^x, ny^. 

T) IdcfeHTWu — BlZ-D^mo. 1-lOOmg, $?£b<t»Jl. 0-5 0 
mg, £0£?£U<«m. 0~2 0mgT$^, ^iDMWl^t 

10 , -BiCO^^UO. 0 1~3 0mggg, ^b<(J*ilO. l-2 0mgl^ 
<fc0$F£b<«#?J0: 1-1 Orngg^^S^^M^ctDS-^T^^^^T 
{&<Di!jtJ<D3I'8r ! &, 6 0 k gMSfcDfc$WbfcS£iS#TS££j&n?#£> 

( 6 ) ^^cDG^eg^ts^u-fe^-MeKtc^-r.s u ko5£M& 
©ajom m^z/Jr-i ujtv^i mm&, usfn 5 4 ^fgf?) 

25 CFrf~XK T^d^X bft<E) 0X^'J-->^ 
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14 (M*.«, 77^H>i« 7t^3iJ>ffl|, fflfl&ft Cartel*, «nn 
ftcAMP^ WftcAMPm lirtcGMP^ -IV v' I ;i/«J > 

5 asaaaim^ib, isa^iies©u >m<t* c-foscsttt ph 

io *r*ft;#«u (-) v^>^^mm(DGmmm^mu^y^-mB 

^F£7cte^-<£>i&<h, U#>F££&j$!l!$^fc*§'&£ (ii) #fPJ<D lx-fey^- 

*^©X^U-—>^fel^ViT«, (i) t (ii) <£H§-8rfc£>frj-£> M 
20 Atf* BEl/t ^-168* W« U ^> HO^i, ISM«t^i 
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^-^est^jc^-r^ u f&<?£) ^*^^©i/ty^-iei^mt?) 

jiuv>mm. $Mca 2 m ttftcAMPm »cAMPm 
M^cGMpm '^;yi — ;i/U>i^£, mmmnu^W]. Mies 

OU c - f o s (Dfemt. pH<Dl&TU£&femT%?£&2ltc.Ufflm'T 
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n mm. McAMPm Jfflifirtc AMP#U*!U McGMPm <i J 

v h-;i/u >m.m<k, mmmmiz^m, »^iiei©u c-fos© 
^bjcdd n a ^mimm^m^mm^mm-t % z <t \z& x> n & -5 z tm?^i>^ 
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t1 _ §maD^Jl/Xl:itl)i^^ , X^ (nuclear polyhedrosis 
5 virus ; NPV) 0^UaHU ^D^" SV4 Ofi^O^nt-^- 
V hn £7-f;i/* coyote— ^— , ^^o^-f^nt-^-, khk-hy 

fr£©T^m^&tr<&J&Wi;bV>. ^bfc>iry^-co*<hM(D^«^ 
(D^-efr^Ht^T^S. 0H*.fc£, » CNambi, P. if • S^-^ • 
10 ^^HtDy^JW^r^Xh'J- (I. Biol. Chem. ) , 267#, 19555—19559H 

aBsai^ia^tbTtt, M&?«b*:^ ^©^M#e.n§isii^< 

^nWOItSlO. lloW^tlTH Potter-ElvehjemM^ 
25 KinematicaftSD 7 1/>^^ W*fc£T?illBEb 

*t±ttTIV^n*. fclfcfck fflflaftMKStea (5 0 0 r pm~3 0 0 0 r 
pm) T?JEI$M (MIS* #sll#~10#) SftiOU ±»S:$6»K:i«jfi (1500 
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0rpm-3 0 0 0 0 rpm) 0 2 R#P B lji'i>U #£ft£>fcfcBt£Ig| 

5 lMfco i o 3 ~i o 8 ^ : ?Tfe5(D^b<, io 5 -io 7 ^ras© 
■14) ^iiK&tK ^mmf£xzv-->¥&(Dmm^m\zf£&&frv^t£<. 

n^PW^tefc^TsmtM.^l'^ hilt 

15 o 

^&£jWBv>e>ns. mxu c 3 hd , c l25 n , c 14 cd , c 35 s] &£t«s 

. ^iHiD l^t^-Ifilf a^ilt^o PH4-10 ( 

IJKij;pH6~8) ©iJ>i;t*;77- 

25 CHAPS, Tween-8 0™ ( 

7 — \z.m%.2>Z. o ^Pt7- tfJctSU-fe^— ^U#>F 

O^ffl^lfiTfPMSF, n<^^>, E-6 4 F0F?Sflr§4) 
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l-10ml <D&U-te.7&—&mz. — (5 0 0 0 c pm-5 0 0 0 0 0 c 

pm) ©^i&b&u#>F£8§jnu - mmzi 0" 4 M~1 0- 10 M<9f$i^b^£ 
5&??£i±£o immmm^m <nsb> &tozit&tz±mm\<D&mm<DVf3>\' 

5 ^637tT\ &J2 05h^6 2 4UfP^ M3i V < 3 0 6 3 RfPelfr 5 . S 

mmmzm#'?%>n%ife&&mfci'>9' ^ a ^ r - # # > 

^-Tltitl.. *«K#&v>#'&©;&^>h (B 0 ) j&>£#«F&W|g£- 

ft (NSB) ^5l^fc*^7>h (B 0 -NSB) SlOO^tlfc^ #^#Jl£ 
10 (B-NSB) FiX.^ 5 0%&T\Zte%&&{k&®l&&&im.mffitJ<D 

-->^^±.m<D®^(D^^mmt^r^\z\-x, mmx, i/t^-i& 

15 WCa 2+ m IWcAMPM, SBfl&ftc AMPWJ, MftcGMP 

t, ^^tz.u^^n^ncD-^mz^t'Dx^.mt mmmms^owtrnt-r 
. z>mn mm** r^*H>»fc£) <D±j&&* mmti^m'?z>ftmmm\z£-D 
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5 fgn^^K »fflt±j^ mmmitim. mw^mmmtezwrn^zn, 
1. x^u-^>^^ 

Hanks' Balanced Salt Solution OF^ftlS) fc, 0. 0 5%©-)^i?f7;V 
15 (->^v*h«) €r*P7Lfct>Oo 

(DGiaiMil/t^-gp n q 

^WOHr^-Sei^$-&fcCHO«Hlia§, 1 2 5^^V — Hz 5 X 
20 1 0 5 P/^Ti$£ftU 3 71), 5%C0 2 . 9 5 % a i r T 2 H K^fHUfc fe© 

TfrflR© C 8 Hj , C 125 I], C 14 C] , C 35 S] 7^^T^IiUfeU^>H 
25 fCTl /xMfclf&J&t" 5, 

2. 
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(Dl o- 3 ~i O- ,0 MCD^^^^^5 m UbP^-fc^, iiU^>h*^5M 

CQf^:fo D \Z 1 0" 3 MCDU;tf > F£ 5 jit 1 1l\l7LT&< o 

®£]£^£P&*U 1ml (D^ffi^©^3tM^#-r^o ^SaiC^b^ 
f$U#>F£0.2N NaOH-l%SDS1?», 4ml0»y>5 1 U 

5£U Percent Maximum Binding (PMB) ^^(D^;T^i6§o 
PMB= [ (B-NSB) / (B 0 -NSB) ] X100 
PMB : Percent Maximum Binding 

b : tfa£&Mz.rz.m<Dm. 

15 NSB -.Non-specific Binding (#m#S6!JJ&'&£) 

b o : 

mmfoca 2 mm. mcampm, mcampwj, Wcgmp 
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<b^%*fctt^O**±IB©E£aiafiJG'»i:bT«[ffl-ra»^ fitS^&fctfcoT 

20 ^(D^a^bT#e>n^^J^^T{S^14^fe^^T, khW 
ftUon£¥LB^ (#lx.te\ 7 <^+Mr> tU/v?, -f** it 

IdctO^Stt^S^ ^P£4-0^£\ " ^tfJKl#iJx.ta\ M# (6 0kg<hb 
25 T) tC&^Tte, -BtOt*90. 1-10 Omg, jifSb<(^l. 0 — 50 
mg, «fc0»*b<«*51. 0~2 0mgm ^iinWtt4T§f 

— BlZ-D^mO. 0 1-3 0mgSE $f*b<«^j0. l-2 0mgg^ 
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5 /^tcimmm 

(omx-imnrnzmmx^Zo m^z, mk^z&w^mzm&zn&'&mcD 

'&znz>£o\z-rz>h<Dx*foz>o 
mm. ti7^)VMf££\zm^%z\htfx^%mmM£VT\z, m^t, -t?^ 



BNSDOCID: <WO 0231 145A1_I_> 



WO 02/31145 



PCT/JPOl/08977 



74 

5 mj^a&£) fcZifim^zn* mmrmmmmm. m%.& t)vu~-)v m> 

3-Jl/) , ^M^ttfFOTSttai (W, ^UVJK-h80™, HCO-50 
10 fc£^„ 

±i2w -mmmz. «ah ii«rfj u>Bi*e««»t, 

JKD«fc'5fcbT#en«)$iS!l^^'r<g;^#T*S©T, fllAfck fch-^<£> 
20 M(Dm%W}%d m 7»;K t^X* ^it^, k^y, 7^, tf>\ 

fciOllfiUftS**, ^Pt§:#<£>*i£\ — «Wfc0!l*.fcr, JffiJMf (6 0kg<hb 
T) K&^Tte, -Bt^^O. 1-lOOmg, £?£b<mtJl. 0-5 0 
25 mg, J;D$fSb<mn. 0~2 0mgt'fe§„ #iP^llt4t5l^t 

-BCOt^O. 0 1-3 0mgil, lifSK^O. l~20mgg^ J; 
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3o m<DW}^)(Dm^h, 6 o k g ^/c o ttf § ^ t^Tt 

( 9 ) *%w<d v^. •fz-m&m h b < ^(Dzm^*??- h &rc\z^(Di&<Di£ 

a 

io (ii) ^m^m^±iz^mi\:^rc^mmo^^^mmt^nr^mm(D 
_ti2 (ii) i-^^x^ —^(Di^m^mmcDu^^-mmnmcDN^^: 

20 mzte, m^l : ' J t(D^>(D^m^X%<t<. Sfc* JftfttfH^F (ab') 2 , F 
ab\ ££^teF a bUj^ffl^Tfe J;^o ^0J(Dl/-fey^— ISI^C^ 
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c ,25 n . c l3l n > c 3 h] , c i4 c] ^t'^nens. ±mmm£i> 
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O-fe, *K^©«»triJit£(F) fcttttfcig^bfcMWKjiC (B) t&ftmv ( 

75: v> ens. 

cn6fl^©*i«¥wai^ss*»^oa^ffi^fflT*fc»fc-DTtt, # 
20 ^^©.tat^tt^st^n^vi. ^n^n©;&feK:^*sffi#©&# 

6 2^fr) , r^y «>X • > • i>y ; eyy- (Methods in ENZYMOLOGY) J 
Vol. 70 (Immunochemical Techniques (Part A)) . teJIf Vol. 73 (Immunochemical 
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Techniques (Part B)h l«W Vol. 74 (Immunochemical Techniques (Part 0), 
Vol. 84 (Immunochemical Techniques (Part D:Selected Immunoassays)), 
Vol. 92 (Immunochemical Techniques (Part EiMonoclonal Antibodies and 

General Immunoassay Methods) ) > l*I1t Vol. 121 (Immunochemical 
5 Techniques (Part I :Hybridoma Technology and Monoclonal Antibodies)) U^± 

*mw<Dtfim%. w-m^mnt£Z(D%mife*\z&teT&*mmv^~7 
?-m&Mm&¥?mmz&&T&tz®\zmmT%z\£tf^%% 0 *mjw 

15 ni^co^B^<Di/-fey^-MeM^co^m, ^mmmz^^mm<Du^y a 
?-m&m(vmm<Dftm££(Dfr&\zmmT&z\htfT:%z >0 

do) ^B^{3^^^^0^^i/-fey^-^eM^fe«^<D^^y^Fo 
m & 2 £ 4 b ^ #i x ^ u - - > ^ & 

20 ^(Dm.&&mft\zmM^%z\htf-r:%z><D-z:\ mmm\z&tfz>&mm<D 

(i) #t bm?im%o(D(D!hm, om^m^ (DM^wtfc«feL 
25 <«^#^^b^m. mmmmfrZMMi;. mmmm^\z^^n^mm<D 

u^7*-m&Mi£fr\z^<D%m^^\ i *7£m^%z^z&z>, mmmztev 

x^u 

(ii) ^mmcDu^^-m^m^vKu^cD^m^^-^^mmr^m^ 
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5 (iii) #^t:hnt?LWiift©(DJfiLtt, ©MS** 6 m«b 

io (iv) *^©u^^-ses*>b<tt*©ffi^^H*5sa*rs»5ite 

15 ^Mus^i^^m^^ 

(i) jE^rfeS^tt^a^^Wt hnia»^ (MAti, r?yK ^ 

1*3% fc*>S?, -tMV&£\ <fc DJI#:«fc:«8&i^y h 

<£&nz>mtt<DZ\h&^5o »(D«^tbTH Potter-ElvehjemM*^ 
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Kinematica*±@D M^mz^&mW. 7 UXU ^TJPEEb 

few % mm v> y X)Vfr e,psm^-&^^^^ck^ w e n& . ^k^s 

5 ^ItfflV^nS. #iJx.fc£, (5 0 0 r pm~3 0 0 0 r 

pm) T^B#^ (If, mi ft- I Oft) 3S4>U ±iH&££te:ii55£ (15 0 0 
0 r pm~3 0 0 0 0 r pm) Tit 3 0 #~ 2 B^StoU *#6n5fcfc8&£HSI 

#r & <H \Z £ D ^Sf S 21 <h 7^T^ S o 

is (n) ^mmv^^-MBn^<\^(om>ft^^^^%wr^mM 
mfo&±m<D?jmzm^W:is, mmmmft^^n^mm^u^-x^-m^ 

20 (i) JEft fcSVittglJS^JW^t hi£MMlJfc:*tbT, liSffilfcawaftlSW 
XhU*&£&#**— J&SIWffi (3 0#ffi~2 4B#Mffi, $?*b<«3 0^M 
-12iKE ctD$?*U<«lB#P H TO~6B#reW) 5 bL<tt— '3£i^F^ (30 
^t~3BE $?Sb<«lBff B 1^~2 <£D£?£b<«lB#lim£~2 4R# 

25 ft— j£B#IHSifi& ( 3 0 3BE b < « 1 Bf r*m~ 2 0i, «fc D iff 3: 
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Btt Aft: W K: tt&T(D £ 3 ic L Tfrfc: 3 • 
5 (iii) lE^&SWa^B^JWt: hni?U&$&j (#iJx.k£, v^x, 7>>K 
^7it^, ny*?. 7*. Ozs. ^n, -r*, it;W££\ ±D^ftWlctt«i*7y 

HSfliBr*ci<hfc«fce), nt«sfcja«tt»ic, mmmtz&ntt&wou't 
mm. ii^cam «camp^ mcampw, ii^c 

25 i c-fos ©Jfrftfc, vH<D&Tte£&imfrZm&&tZ\tfflM?Zfe&fc 
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fi!i<£>ni?Li^ (^J*_fc£, ?yh, v^x, ^it^, ty^, £v\ 

T) t^cfe^TteU — HtdO^^O. 1~1 0 Omg, $fSb<Hl^ll. 0-50 
mg. J:t)$f£L<fci:*?Jl. 0~2 0mg^5o #iPWCS4t§i^l 

20 , 0y*J£, &W#J<D^T«®?£0!I*.fc£* iff (6 0kgtUT) JC^Tte, 
-B\Z-Z>^mo. 0 1~3 0mgt^ jff*b<«*?J0. l~2 0mg|^ £ 
0»*b<&#90. 1-1 0mgSSSi»IIIRaitK:<fcDS#-r*O* s fi : S'&T* 

(1.1) ^^t^ttS^^OVir^-^eM^fett^^^^HcD 



BNSDOCID: <WO_023114SA1_I_> 



WO 02/31145 



PCT/JPOl/08977 



83 

m^mznmvm&mtvmw'&mm, ^r^tMmmmt^ao^mmoy^x^m 

mmn. ^>?)v, mmm, &&m* ^mte£££*>\z--m\zm® zntc 
io mMMM\zm^t£n%mzmmMmxm%i'Tz> z\hiz£^xmm-rz> z. ^x^ 
£ 0 z:n^mm\z^n^m9J)^mm^^nrz.^m(Dmmrjimmm^^n^^ 

mm. ti7±)mfe&zmn^%z\£tfx%&mmi£isxte, mx.t£* -t^ 

$ e» ciflg© i 5 t£m®Lm&&^m-?z> z. twx^ %>„ &$t<Dfzib<D$mf&f&yi 
fe&tfjBv^fu 3£&&#tt&g!tf!U fli*.fcf, 7)in-)i> (m, 

. ^">14lf®«te3W (M, #'JVJK-h8 0™, HCO-5 0 
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±sa^Bfr • is&«3Wtt, mx.it. mmm m^t> vym^mmm. mm 

f&<£>ni?LIti^ (0!IAfc£, 7^h, ^It^ ty>\ y~?, K7zs* 

io i:«tonsus5^ ^n&#<^£\ — mb\z.m%.\^ um,m (60kg^i 

T) tC&^TteU -atOt^O. l~10 0mg, &%L\s<\Wll. 0 — 5 0 

> ^j^.«> aE^jo^Tttjiwj^.^ mmm (6 0k g <hbx) tc&^xteu 

15 — BlZ-OgffiO. 0 1~3 0mgi^ £?£b<teltl0. l~20mgil «fc 
0»*U<tt*50. 1-1 OrngSg^^^^t^Ofg-^T^CD^^-rfe 

(12) *5sw©i/t^-sa«, -toDffls^^H^fctt-eneoitt^ 
20 ^mou^^—mmn^vK^cD^^^^^^t^mzM^^ 

25 «£. 7W3U>« SSMl*!Ca 2+ jili, IWcAMP^, Sfflfl&pgc 
l§fiISI©U >lHt, c - f o s (DfSmt. pH<D&T&££<£irr5fiH£ 
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(1 3) *^©Giei^Sl/t^-iei^3-Ft5DNAW 
K vtfyU tyz?s 7?* Vzs, -1*3** +J-;1/&<H) tzE (tTF 

ffl b 5 * b < WtiWtW^NGFl^yu^^-^xy 

x, mBNAU^W]mtvxmn(Dm^mmxmwmi^n : DZ\t.^x^^o £ 

@WDNA*«^a«iaiCD»«l*5!E"r*CltK:<fc0, iAt^^^ffl 
£ <h D T (D D N A £ £ J: 5 mMfflkfct ZZ.h&Xg&o 
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(1 4) jvztv vmm 

(1) *5gwcoDNA7&^fl&Wbsnfc*fc v^^WbrnfeWifc. 

(2) iDNA^l/^-^- itfcT ^mM&J&VP —H?*? h->^— ifjt 
20 £^AT£££fc:<fc9^te{fc^&-tlE (1) IE«&<E>B5^B^ 

(3) ^*^-f 2^>B*ttT?&*±IH (1) IH«c©E»3fflflS, 

(4) #t hni?LWr%3&«yy«i&«nf**±ia (i) ieioew, 

(5) yy#iw&#^xT&5±f2 (4) tzmmmmm, 

(6) *^©DNAWffl2$nfeS!DNA^I^k hn£¥Li&«l8K 

25 (7) MDNA^l/^-^-itfe^ (M, «ffiS^O/3-^^^ bS/^-ifil 

A^t-^yn^-^-(D»TT^^b-5§±fB (6) f2®<D#t Mi?Llfr#J 
(8) *thni?L«i***yyftI[i«lT?*S±fa (6) EffiO^t hfaSMftttK 
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(9) ?yMmm^V7.-VdbZ>±M (8) B«©#Ek bm«Jb«K *5«fctf 

do) jitB (7) mmommiz. ^m^^s^u i/^-^-i^f©^ 

*56^©DNAK:Aa&WK:«S*Jn^*^«!:bTtt, WAS, fcte^X^W 
^JCfcOSEDNAiB^JO— gBXtt^SB^B'J^ fi&D N A^A^fctefim^ii- 

) . cat (^□7A7i-3-Jl/7t5 1 ;Vh7>X7x7- tf»^) Srft^ 
tt§ l^— ^-*fcT^£#AT£ £ t. \Z <k 0 X^rV >©tl^W§A\ 

wax^v >r B io-r > h u^Mz&fcTCDfc^&mmzitzDN Amm ( 

25 WAH po 1 yA#iOy^tMa ^#Ab, ^^7t>yt-RNA 
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5 mmm-^^^z^^^mm^DNA^^it^^^^Esmmhi, 

Evans<hKaufman(D^{^CTffb<^brc: : bO-e : bckV^ MAH ^«>X<D 

esmgd^, toe* — iswttti 2 9^©Essfflfla*^ffl$nT^s*i, & 

10 ^i&^ESil]iaS®1ITS^^Og^^.H C57BL/67^^ 
C 5 7 BL/6©^P|[(Z)^$&DBA/2t(D«lJ:D^#bfcBDF 1 
V^X (C57BL/6iDBA/2t0F 1 ) £JB^T^£b 
mzm\<*5Z>o BDF^^XH &0P8c#^<» gP^St^cT&St^S 

15 ES^tt^H^^V^X^^fctibrci^, C5 7BL/6T^XtA-^^ 

n*T5££W<Bjtfei$WJi£:C 5 7 bl/6 v^7^tft^.sJ:i:^Rlfig-efe 
20 «fc < ^RotwaBE&Bwr* ci 

TVifeOCMUT, l3n--gg©ES«t (*U5 0{@) T^rtTOT, 
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fc£, STOl»ffi0<t5f c !:li^7^-^il±TL I F (1-1000 
10 OU/ml) #&Tfc#Bfe#*«*ffil*3 (»*b<tt, 5%^^X, 9 5%^S 

i&*U JWtfWfctt, W^L«. MJ^»/EDTA*« (3i#0. 0 0 1-0. 
5%h'jyy>/0. l-5mM EDTA, £?£b<te&U0. l%hU ^»/ 
ImM EDTA) ^US^J: OltMifflJMsU #rfcfcffl3£Ufc:7 ^ —^A- SHH&JLK: 
15 M-r£#&ft<H^££n&o £<7)£5&®Sftteu Ml -3 B^fcfr&S^ 

e Sanaa, 3^&&#fc«fco* «*SE^.s**T?mjB«f*-rs*^ */ttt«i 

20 ^cD^^y^lffl^^^b^it^Cli^pJtgT^D CM. J. EvansRtfM. H. 

Kaufman, *-f^- (Nature) ff§292#> 154K> 1981^ ; G. R. Martin :/n 

X- (Proc. Natl. Acad. Sci. U.S.A.) KS78#, 7634K, 198l¥ ; T. C. 
Doetschman 6, yt~t^ • • X^'Jtny- • 7>H • X^X^'J ^ 
25 >^1/-W^ny- fg87#, 27K, 1985¥D , #&B©E SffiHSSSHtS 

^HjCDDNA^^t bni?LKj^«, iliCmRNAiS:^©^ 
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10 {#(DDNASS^J^yn-yi:bfcitlf>/\<^U^-rii--5/3 >fl?W£fcKi:^- 

mvtc^mm(DDNAm^%^mm£(Dmm^^m^n^^^^mmx&^ 0 
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% 6 tltzMmmVt KD N A *V y * 7 £ h £ ttT V> 5 £ £: fcfllB 1/ Tii^OgfO 
(14a) ^HJ(DDNA(D^tI^mf«^:i£^HT^^^^|-bT^ • ^Bfc 

m7,^^-^y^m\z^xm^^n^mM(DDNAmm^i^ hmi 
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fi&f&^fcu %m*£Mm, te*&tflaHfc »iwa»tt5^ jfiL»^H*« 

mm mate* &mmmmi%> ^wmmtmn. TmttimmntsL}*) 

mm) i:tttfB6 • femt&&&ttzik&to&x* 

»©jSfe«10%J^±, ffSb<ttlB3 0Xa±, «fcD»*b<tt*95 
0 %^±iTLfc^> &KSfcte^£±iB(B!£&K:ttbT^Bfr • teSS^SrW 

K^?u-->^te-e»6nfc^'»ttttt*^bTViT'b«t<, tt^« 
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#*nffi**»*b^. C^iftltUTH Mx-tf, «g| u> 

z/. ^7, V)V13.E) H^LTS4TS^t^Tf§o 

15 mg, »*U<tt3Kjl. 0-5 0mg, <fc 98P£ b< 1 . 0-2 0mgS4 

-r^o ^jgpWKitt-^-rs*^^ R^«oiiiiiS!#itta4^ *r#^s 

fc£fc<k^T'b£fc:*j&«* ttft^W&&t**ffl©jreiIflf&A (6 0kg 

ttt) Oi©IftlMt5l^, — B\Z-Z>g&{k&yi&ffi-0. 0 1-3 0m 
sUm. &2ils<\ZffiO. 1-2 Omgl^ £«9£?£b<te*U0. l~10m 
20 gg££#flfiU£StfcJ:Dtfc#^ 6 0k 

(1 4 b) ^HJ^DNA^^T^^D^-^-cD^te^^jtSfc^iaSi-^^ 
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-ifjteT (1 acZ) , pJ^14t;1/*U7*^77^— tfJt^^fe^l/v-^ 

h ->^— tfitfeT (1 acZ) TtiLTI/^i^ 

15 if^^T^o tot, 09*.Kf* 5-^P ; E-4-^00-3-<>F , J 

;i/-3-^T^^ htf^/^K (X-gal) <D£5 ftj3 h v^— tf<D« 

20 Bti£flf£&&£i& (PBS) Trffimtk. X-ga 1 £<&tfffefi8rC* &iBSfctt 
3 7 < C#3£T, tt3 0^V^lNfMS*:$1i:fc^ *U*«#£lmM EDT 
A/PBS**T«B^*rSJli:fccfc^T, j3-#5* h tfEJfc&f?JhS-& 
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^„ 2Ko«i^*atbTtt, 09*.k& &mm. w%-\*. u>ik JWb*3Ssife 

^/hSBflautf®, ipmss, Steffi^ ra, mmm. ?L*g* ^sss^s, 
15 ^<h^T^^<DT\ ^A^iE^stMAH t;v^/w*^— ^ m-^m ■ 

M?LUj^ (0!I*.fc£» ^OX. ^l^y K #1*3r. fc^S?, # 

^7*7, -r*, it;^^) ^iTS4t^-^^t§o 
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it^^mn^-r^m^. — fi&mzj&A (#i6 0k g ^u) 

43^T«, -HtOtI{M&lil0.1~10 0mg, £?£b<te*<J 1 . 0~ 
50mg, J:D^^b<^l. 0~2 0mggm ^iPWtl^4t§l 

Tii^A (60kgtu) (Dmommiz^-r^m^, —B\z^^m^m 

£&<J0. 0 1-3 Omg=g^ £?£U<tei3$0. l~20rag|J|, iD^l 
<te&]0. 1-1 Omgig^^^^T^ct^^T^©^^^^^,, {ftco 
M^^fe, 6 0 k gmtcV\zmn^rzLm%:t9i J 3-?Z>Z\ 

^ntSt-M - ^^ — J&Wfc/ifcA (M6 0kg^LT) (D-lacDS#^£3^Tte 
, -Btor^M^lO. l~10 0mg> $f£U<te$Jl. 0 — 5 Omg 

15 mm(DDNA\zMT^^u^-^-m^mmt-^^m^mm(DM^mn^ 

A (60kgibT) ©g^SfC^t^i^. — BlZ-Dgmk&M&ffiO. 
0 1-3 0mgm' ffSKH^O. l-20mgg^ D b < te*tJ 0 

£rt>, 6 o k g^fct)'fclftafUfc*&a#*rs2:t3^T?*s. 
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5 IUPAC-IUB Commission on Biochemical Nomenclature \z£Z>m-^&Z> V^te^M 



DNA 




c DNA 




A 


: 7f-> 


T 


: > 


G 


: ^T~> 


C 


: i/ V is > 


RN A 




mRNA 


> t _~ *s ■» „ t 1 _JJ£ 4-4- TtC-ff, 


d AT P 


: f^y7T/y>HU >i 


dTTP 


: x>HU 


dGTP 


: Tt+y^7yy>5'J > 


dCTP 


: rt^yyfy^HU >M 


ATP 


: T5V y>HU 


EDTA 




SDS 




G 1 y 


: ^Ji/> 


A 1 a 


: 7^~> 


V a 1 


:AU> 


Leu 


: D-f ->> 


I 1 e 


: <VO<y> 


S e r 


: 1rU> 
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10 



20 



Th r 
C y s 
Me t 
G 1 u 
Asp 
Lys 
A r g 
H i s 
P h e 
T y r 
Tr p 
Pro 
A s n 
G 1 n 
p G 1 u 

Me 
E t 
B u 
P h 
TC 



U> ? > 
ynu > 

5 1 T^/U> ? >-4 (R) 



25 



T3o 



T o s 
CHO 
B z 1 
CLBz 1 



2, 6-y^DD^>yJl/ 
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10 



Bom 
Z 

C 1 -Z 
B r -Z 
B o c 
DNP 
T r t 
B um 
Fmo c 
HOB t 
HOOB t 

HONB 

DCC 
B S A 
CHAP S 



PAM 
20 D I P C I 



^ > zy)V^^r 1st) - ;i/ 

1 - 1 Fn^y^>X h U TV-;i/ 
3, 4-^kFo-3-kFn^y-4-t^V- 
1, 2, 3-^>VhU7y> 
: l-tHD^y-5-;MK>>-2, 3 -S^l^ 

N, N ' -yy^nA^/JkM^y-fSF 

3- C (3-375Hynt» ^^^;i/T>^E-^-] - 

: N, N' -y-fV7'nt:j^My<^.F 



C@2^J#-^ : 1 3 

*^BJ(Dt: hS*|ff^GM&^^l/-fe^-^&®TGR 2 3-1 (b h 
25 TGR2 3-l<h^T^^^fcfe§) 07SyfieilJ5^t„ 
dS»-^ : 2} 

^OthiMGieiMMl/t^-IfilTGR 2 3-1 £3- 
C@H^iJ#^ : 3 3 
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^rnwot hEbJteBf^Gsee^isaiu-fe^-saeTGRa 3-2 (th 

TGR2 3- 2trT5ui:fe^) ©75yfE^J^t= 

#3893© k: hft3teSf^GgaK*SS!U-fe^-SeHTGR 2 3-2 £3- 

5 h*-r^> c DNAcDmSIH^J^^fo 

^ATcD^M 1 tc&tt^ P C R^j^Tr^ffl bTcy^-f 1 <Di&^iE?iJ£^T 
C1E^J#^ : 6 ) 

10 ^TOD^M^J 1 P C RJKJSTteJB bfc^^-T 2 (DitM^J^T 

CI3?!I## : 7 3 

15 CIH^iJ#-^ : 8 ] 

&rf<D?mw 2 (c^Btj-^ p c RRje-effiffl U7c^^-r ^- 4 ^ssb^j^^-t 
m&m^ : 9 ) 

£TF<dme#j 2 , ^M^ii 3 43 ^zsmmm 4 k*5 w-s p c RjRjretejB vr^a 

20 -^'l^MB^^To C5' *Si:U#-^-feltLTFAM (6-ca 
rboxy-fluorescein) 3' 3H&\Z\Z&2L> : ?-**- £ LTT 
AMR A (6 — carboxy— te t rame thyl — rhodamine 
) «r«SifcU&. } o 
(M^m^r : 1 0] 

25 ^©T^XS^iiGieg^SIl/t^-SegTGRaS-A (*7 
OXTGR 2 3 -Atffc-rSZl.fc'bfcS) 07$y»j^t, 
ffl^J#^- : 1 1 ] 

*5SW07^^fi*8rj|GSaS*fiS!H:^-IfiRTGR 2 3 - A£3 

- HT?) c DNA£>i£gBB#J£5K*r. 
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mpmn :i2) 

C@E^J#^ :13) 

5 KTO^ftW 5 \Z&tfZ> P CR^T« bfey°^-f V- 6 (D46g|BW£js**r 
CBB*I#-%: 1 4] 

^WO^^XS^RfiGieRMlU't^-ieRTGR 2 3 - B (*7 

^TGR2 3 -B<h^T^;i<*:fe$>£) (DT^ymiH^J^^To 
10 CiH^iJ#^ : 1 5] 

Cia^iJ#^ : 1 6] 
15 CIB^J#-^ :17) 
CE7!!## : 1 8 j 
CE#l#*t : 19) 

20 @e^j#^-: i s^snsT^yseiH^j&n-H-rsmsBH^i^f- 

CSH^I#-% : 2 0 ] 

J^TO##^iJ 1 *«fctX#5tM 1 5 \Z&Vf2> P C RI^Tfi bfc^-f 1 
C@B^J#^ : 2 ID 

25 j^T<D##m&c£^##m s^ttspcRSj^-r^fflbfey^-r^— 2 

C1H^J#^ :2 2) 

&T©##m£43tt5TGR2 3-2MCHOii0TGR2 3-23t^ 
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GR 2 3 — l^iCHO«0TGR 2 3- liSte^fgMSiHJjtf 
C@E^iJ#-^ : 23] 

J^TO##^iI2 id^frtSTGR 2 3 - 2 3§JjlC H03fflj&<Z)T GR 2 3 - 2itfc 
GR 2 3-l^iCHO»0TGR2 3 - 1 tiL&tf&mm&fflft? &<D\Z&m 
C@3^J#-*§ : 24) 

RT(D##F!l2(C^tt^>TGR2 3 - 2^ICHOtt©TGR 2 3-2jffc 
10 ^^S^riPiJ^-r^fD^^fflbfeyn-yo^SSH^J, ##0U 6 TG 
R 2 3 -l^iCHOiiWTGR 2 3 - 1 %><Dfrmm b 

CIS^J#-*t :2 5) 

7^hTGR23-2U^>K (1-18) /ME^I^t". 
15 CMS?!l#-5f : 26) 

77hTGR23-2'Jif>F (1-15) <D7 SmmMte^To 
(BB#I## :27) 

77hTGR23-2U^>H (1-14) 075;iPJ^t, 
CIS^J#*§- : 2 8) 

20 RT©#t^l lfc^^SPCRjRj!&T^fflbfc^7-f^-O^SlB^J*^-r 
C@B^J#^ :29) 

j^to#%^ji i t^^^pcR^jts-e^fflbfe^^-r^— cD^ga^jSr^-r 

25 C@H^J#-*f : 30) 

&Tf<D&mmi 1 t^ttSPCRSJi&T^fflbfcy^'I'T— <D^SB2?US:^-r 

cia^j#-^ : 3 1 ) 

khTGR23-2U^> K"TS cDNAOilSfiJlJ^^t, 
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im^m^ -.32] 

tbTGR23-2U^> H ttMfc<D7 5 J KE^S^To 
m$m*% : 3 3] 

fchTGR2 3-2l)#>F (1-18) ©7 5 J mWM^i^t. 
5 C1S^J#^: 3 4] 

bhTGR23-2U^>F (1-15) <D7^ /MB^J&^T. 
C@33Wt : 3 5) 

fchTGR.2 3 - 2 U^>H (1-14) (Z)75 IB^J^to 
mmm^ : 36] 

10 thTGR23-2U^>F (1-20) C75;iPJ^t. 
CI2^iJ#^- : 3 7 3 

JgJHF 1 2 IC&tt^P CRE^T'gffi bfcy°^-r^— GD^SIE#J£:^T 

CSB?!l#-*t : 3 8] 

15 £JTF<£>##0U 2^^^^PCRRjST^ffib^y^<V-(Z)^SiB^J^^-r 
ME?»# : 3 9] 

£JUF©##0iJ 1 2 \z$>tfZ P C RRj^T^ffl bfc^^-T v-O^SB^J^^-T 

20 C@a^iJ#-^ : 40] 

YWTGR2 3-2U^>HHUiK^^^-F-r^cDNA<D^SSa^J^:^-r 

• C@a^J#^" : 4 1 ] 
Y^TGR 2 3-2 U#> Ft«#<£>73- / MB^ISr^To 
25 C@fi^J#-^ :42) 

•?^XTGR23-2U^>F (1-18) 07 3- / BMPl^-?* 
C@B^iJ#-^:4 3] 

7^XTGR2 3-2 1 J^>H (1-15) ©75yW»o 
Cie^l#-^ :44] 
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"?^XTG R 2 3-2'J#>F (1-14) (DT 5. J MWM^7&t * 
C@H^iJ#^ : 4 5 ) 

Y^7TGR23-2'J^>H (1-20) 07 = ;WJ^to 
CBH?W*§- : 4 6 3 

CIB»-*§ : 47) 

7«; MGR2 3-2U^>HW#©- ^£ri— c DNAG>i£M3?!l 

10 CBB#I#-*§- : 4 8 3 

hTGR 2 3-2 U # > KiK^O- SB 0)7 5. 7 ^SB^J^r^To 
C@B^J#^- :49) 
77hTGR23-2U^>H (1-20) 07 ^ / ^SB^J^^Tc 
CIB^J#^- : 50) 

15 gB5U#-Sf: 2 5T^$nST^y®!lB^J*n— HfSigSjE^JSr^t". 
CI3$*J#-if : 51) 

im&m^ -.52) 

@H^iJ#-^ : 2 7T^n§75 / gJSB#I'£ 3 — HTS*&Sa3^J*^f - 
20 ClE^iJ#^ : 5 3D 

C@B?iJ#^ : 5 4) 

@H^J#-^: 3 3 T^$n§75 / iffi^J^n- Ht^MSH^J^to 
OE^I*^ : 5 5) 

25 lfi^J#-^: 3 4T^$tl^T5/m@E^J^n-H-r^^»@HJiJ<&^'rc 
C63#l#^ : 56) 

CBB#I## : 57) 
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VSBM^ : 58) 

CIB^JS-^- : 59) 

5 Cia^J#-^- : 60) 

S2?'J#-*§ : 4 4T^^n^T^y^lH^J^n-HT^^SSH^J^^'ro 
(I2»-Sf : 6 1 ) 

C@E^J#-^ :6 2) 

10 t MGR2 3-2 U^>H (1-16) (D75yiiE^J^^to 
C@H^J#^ : 6 3) 

CI3?U#^-: 6 4) 

15 ^ia^J^^-To 

C@B^J#-^- : 6 5) 

f§cDNA©Mi?>J^to 
CIE^J#^- : 6 6 ) 

20 sx~f<DmmM 6 t^&tt^ p c R^-vmrn vt^?^^— i (D^mmm^-To 
m&m^- : 6 7 ) 

£tf £>i*iM#i 6 t^ts p c Rfcfa-vmm vr^-y^-i^— s (Dmrnm^^ct 

C@B^iJ#^- : 6 8) 

25 J£TFcD###n 4^^frt^PCR^-e^fflb^:^ , ^-rv--(D^Si3^J^^To 
CSB^J#^- : 6 9) 

£TF 1 4 fc&tt^ P C R^JSTr^ffl Ufcy ^-f ^— ©^SIB^J^^To 
«B#I## : 7 0) 
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imm^ : 7 1 3 

=?V hTGR-2 3-2 U - Kt§ c DNA0S»J^^to 

CBB*1#^ : 7 2] 

7^hTGR23-2 U ^ > H lulg{$CDT 5 7 ^IH^J^r^To 

5 

^iZ&ODHJfiflJ 1 Tl#f>nfcM^ Afli® (Escherichia c 
ol i) TOP10/pTB2173(i 2 0 0 0^10^2 4 0^^^W 
^cKHi D£J II E5H-= *WT 2-17-85 CDUHJ* A • SfcSTOfcBf ( I F O) KS«6 
Sf IFO 1 6 4 8 3ttT, 2 0 0 0^1 1 ^ 1 B^^lliO<«Ml 
10 TSlfifil 6 (S0»*f 305-8566) (D&iEff iKSASISiaW3l8^W3fSlBf 

^fp^t)^-t>^- (is : mmmmmnm^m^^ii^jimi^mm^m (n i 

BHD fcSf£#-^ FERM BP-7 3 4 6 tUT^n^tESntl^. 

^CD^M^iJ 1 T#e>nfe^Mfe^E scherichia coliT 
OP10/pTB2174il 2 0 0 0^1 0£ 2 4 H^^ABK^BStTU^HIS 
15 -f-H^HT 2-17-85 CQ^H^A • ^g^W^ ( I F O) t£^fe#-*§ I F O 
1 6 4 8 4 <hbT* 2 0 0 0^11^1 S ^ < fcErUjfc 1 Tl 1 1 

•f^6 (^^#-^-305-8566) omun mmAmmmwm^m^m tewttm^n 
(la : mmMmmnmim^^ji^mmm^m (n i bh) ) tc 

^f£#-^-FERM BP- 7 3 4 7 £ UT-^n-Wl^teSftTV^o 
20 '&m<DmmM5^mznt^mfcm&E scherichia coliT 
OP 1 0/pTB 2 2 3 7H 2 0 0 1^9/3 1 3 Btf> AErtfifcJ 
=*BT2- 1 7 -8 5©StHfeA • ^W^Bf (I FO) fc$f£## I F O 1 
6 7 0 5tbT, 2 0 0 1^9B 2 5 B^^^m^X fc*7fTJfc 1 T§ l#ife 1 

6 Wffi#-^305-8566)©ai:ffiftj5feASISIftWS»^W^ WFW^Wfe 
25 t>^-l:SI£SfFERM BP-7 7 5 4 <h bt^nf ntr!6SnT^5. 
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• &u — ->tf (Molecular cloning) ^mm^nx^^mz^-DTc 



mmm 1 

5 k >fe»flS**GSeK^SS!Hr^-SeR*3- Ff5 cDNA©^ n 

th^J3i5S (CX-1) cDNA (CLONTECHt) £&K£U 2{@<D 
^-f^— , :/^-fv— 1 (BS^J#-^: 5) ^cfc^y^-f ^—2 (SH^iJ#-%: 6 

10 /x 1 £&i§J<hbT^ffl Pfu Turbo DNA Polymerase 
(STRATAGENEft) 2. 5U, y^-fv— 1 (Ba#I#-St : 5 ) *3«tt^y 
(iB3Wt : 6) £&1 . OmM, dNTPs$2 0 0/iM, *3J:tf 
i^K2XGC Bu f f e r I (TaKaRaft) ^25m 1 *PtL, 5 0 fi 1 
©«tLfco PCRSJSH 9 5t- 9 5^-1^ 601; - 1^ 

15 , 7 2"C • 1. 5#<D1M^;i/£3 8HHS£t>jgLSI£fc:7 2<C • 1 0^<D#M 
JiS^tfofc. iPCRg^&Zero Blunt TOPO PCR ^ 
0-->^';h (Invi trogentt) ) <D^\Z^t^Zf^7s 5 
— pCR-Bluntl I-TOPO (Invi t roge n%t) 'vtf-y^n — 
n>^b7Co ^n^HTOPlOiCiAU cDNA^^7U->^t 

20 ^^>£^trLB^igiWTM!RU7io <@*(&#n— >©BB^J£^tfTbfci& 
JH, IrSGiag^Sil/t^-IfigSD - FtS c DN ACISSB^J (SB 
?W§: 2 43itKga9!I#^ : 4) £#7co IH^J#^ : 2 T^£n**M6B?!IS:^r 
T^DNA^fjt^-rS^^X^ F£pTB 2 17 3t, BB#I#-^ : 4T^$tl 
§^S@a^JSrWr?)DNAItfjt^T§y^X^ HSrpTB 2 1 7 4 <h£ftWc 

25 o Cine OD NA©.«SBB9>J (@H^J#^: 2 ^«fctWE3?0#^ : 4) *<3-l«t5 
T^jmsm (SH^J#-%: l*J:rffiBJ!l#t: 3) *«ffflGSS»*!6 
mU J £-7?-m&M$:TGR 2 3-l$5ct^TGR2 3-2tfn-?n^lfc 
c ^775 HpTB 2 1 7 3*«ttfpTB 2 1 7 4S»A$nfc^Sfi 

W:^. -en-^ft, :*CflW (Escherichia col i) TOP10/ 
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pTB2 1 7 3i5mOP 10/pTB21 7 4^Lfc„ 

TGR2 3- 2(Dy=iymmWV^ TGR2 3-107ayWJ©l 0 7 
IICAsn^I let 3 4 4#@©G 1 nWA r g\Ztn^£tlWj&-£tlT^ 
5. TGR2 3-2^D-Ft§DNA(DME?iJTH TGR2 3-1 

5 ^3— H-r^DNA(D^SI3^J0 3 2 0#@ODA^T^, 6 4 8#|0C^TH 

, i o 3 i#g(DA#tGt i o 7 it @©T^cn^n^nti$nt^?.« 

TGR 2 3 - 1 (DM7K^fUy ®1] TGR2 3-20i7X^ 

10 ^i^^J 2 

khTGR2 3-l:feJ^t HTGR2 3 - 2 (D^^I^O^f^ 
thMTC panel HumanKHumanll, ^WHuma n 
Tumor (CLONTECHft) ^ilib, 2 <@©:/^-T *7— * zf?^-?— 
3 (BB#I##: 7) , 7^-f7-4 (15^J#^ : 8) &&Ztzf n-7l CE#I# 
15 : 9 (FAM-acctggtttg ccgagtggtc cgctattt-TAMRA) ] Sffl^TPCREM 

> y^-T^-3 (1S^!J#-^: 7) 43J:^V^-r^-4 (IH^J#-^-: 8) S#0. 
5mM, ^D-^l (@H^J#-^- : 9) £ 0 . UM, feOTa-QMan Un 
iversal PCR Master Mix (T^hVHt^fAX 

20 *fc) 2 5 jLt 1 <&JPX., 5 0 m 1 ©titbfc. PCRTOi, AB I 7 7 0 0 ( 
F/Vf xj-^X^AXS:) §ffl^T5 Ot: • 2#\ 95t-l 0 #<Df&, 
9 5X- 1 5#\ 6 Ot: • l^Olt-f ^;^«:4 OHIJSiOjMbffofc. PcDN 
Ate, y^X^ HpTB2174©2 6 0 nm©KftgS:8J£bT«»££EfcBb 
, lEffll&ntf— iC^r^aibrc^ ImM EDTA^tyiOmM Tris- 

25 HC 1 (pH8. 0) i^&TitlRb, 1^^ 1 x 1 O 6 3t!-0if cDNAjg 
i^ s llbfc. ^IISAB I PRISM 7 7 0 0 S D S 7 7 h^TtC 

, MTC panel 1 w 1 t^^M^^fco -e©^ MTC pan 
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el 1 a 1 4>^i>!IicDNAT?2. lnh°- IcDNAtl 33k°- fl&SI 
c DN AT? 3 . 3 3 k—, JfficDNAT4. 9 3 k'- JFHKc DNA*T? 5. 6 3k 

MfcDNATO. 9 lilt:-, flcDNATl. Ont!-, llcDN 
AT'l. 7 at!—, IIcDNAT2. 3 3 k-, McDNAT:2. 6 3 k—, 
5 MiicDNATO. 9 3t!- ilcDNAT'l. 8 3 k-, |PlcDNAT4 
.03k-, /McDNATl. 3 3 k-, ^IcDNAT5. 5 3 k—, 
c DN AT: 1 . 5 3 k- ?L3gJSfflJ&tfc (G 1-1 0 1) cDNATO. 5 53k- 
, teffiffifflMW (CX-1) cDNAT7 3 0 3k- ^MilmmmW (GI-11 
2) cDNAT'l. 8 3k- ffimmmtk (LX-1) cDNAT'6 43k"- flifr 
10 g«tt (GI-117) cDNATO. 9 5 3k- (G 1-1 0 

2) CDNAT2. 13k- iilSM (PC3) cDNAT*2.43k- 

ZLtlXQ. khTGR23-l^J;^kMGR23-2H l&m'Mmi&W ( 

15 cx-i) *3ct^M«B^ (Lx-i) ^tEmz&^mmw&zn&ziii&fr 

b hTGR 2 3-i;i3«fctfbhTGR2 3-2<DMTC Pane 1 0>W&Wl 
20 II^J 3 

b hTGR 2 3-133£tfbhTGR2 3 - 2 <01Eftffl^&TfffigmrZV>& 

mm 

khMatched pair cDNA (CLONTECHtt) &ffiM£l, 
, 2m<Dy 0 9^^— , (IH^J#-^: 7) , ;/^-f^-4 (BE#I#-S§- 

25 : 8) ^^P-^l (1H?|J#^- : 9) V>T P C RSJSfcffo fc. 0ESJfS 
^43tt^^M^Jfi.^tt±l2cDNAl M 1 ^iltltffflU ^^^T-3 
(iH^J#^: 7) 43«fc^^-T^-4 (BH#I#-^: 8) £#0. 5 (iM, Zfu — 
^1 (SB^iJ#-^ : 9 ) £ 0 . l^M, MOTaqMan Universal 
PCR Master Mix (7^7^ hVVf ^S'X-r-AX^fc) 2 5|il&50 
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X., 5 0 # 1 (D$Eft<hb&. PCRMt ABI 7 7 0 0 (T^-f.H/Ht 
yXfAXft) £fflV>T5 Ot • 2#\ 9 5<C • 1 0#OD^ 95^-1 5#, 

fc^, Matched pair cDNAIm l^CBr eas t lTHiE 
5 I^MST 0 . 0 3 fc°-, 0.03 tf— , B r e a s t 2 TtelE^MsT 0 

. 03tf-, mmm-CO. 7 8 3t!- Breast 3 TI^IE^MT 0 . 0 3 tf 
-, MITtrO. 0 3b 0 -, Breast 4 TliiE^I^T? 0 . Oat!—, ffimM 
7;0.03tf— , Lung4T1iMlT2.43H-, S!I^t0.7 73t! 
-, L u n g 5 "XfttiE^^'r 2.83 tf— , »I^Tr 0.313 t!-. Lung 
10 6TfcUE?£iS&3Brz?0. 0 3tf-, mffi.ffltV2. 0 3 t!— , Co 1 onlTttiEtSI 

m-v o.6 93 tf-, mmwc 523 e-, c o 1 o n 2 t^ie^i^t 1.53 
tf-, mm.m,Ts 1 5 0 3 tf-, coion3 t^ie^^t 3.53 tf— , mm. 

WVO. 0 3tf— , Co 1 o n 4Ti£lE«l£irT?5. 1 3 tf-, 2 1 3 tf 

C o 1 o n 5 -miESafiJiSfeT 3 4 3 t!-, JSIIliT 5 8 9 0 3 tf— , Colo 

15 n 6 TiJIES^T 1.93 tf — , mmM'C 143 t!— , C o 1 o n 7 TteJESt 
m.n-? 7.73 tf-, JMI&T? 3.23 tf— , R e c t urn 1 *V\%]Eft1®M'V 0 . 
7 7 3 tf— , mmM"? 12 3 tf-, R e c t urn 2 "CfcsE&mffire 1 . 7 3 tf — 
, JMM^O. 0 3^- Re c t um3"rttiE^mJ^Tl 0 3 tf-, 
6.23 tf-, O v a r y 1 TfctfEM&f&T 133 tf-, JS&IS&T 1.53 tf-, 

20 O v a r y 2 TtelE^SflifaT 2 4 3 tf — , ffifflffiV 0.03 fc!— , O v a r y 3 
-VfesEftrnm-VO. 7 7 3tf-, ^iMTe 0 . 0 3 tf-, Oy a r y 4T«IE#i& 
iTl. 9 3tf-, llliTl. 6 3t!-, Ovary5tKiEt»T0. 8 1 
3tf-, S«tO, 0 3t!-, Prostate 1T«IE^«T0. 0 3 tf- 
, ilSMnrO. 0 3t!-, Prostate 3TttIE^I^Tl. 3 53t!-, ffi 

25 mifa-C 0.03 £— <0^?«Ig3 nfcc 

£n<fctK fc hTGR 2 3 - 143.fctft: hTGR 2 3 - 2 ^Jil^McD 
NAT7m3^ (Colonl, Colon3, Colon5) <£>«^T\ 

t b TGR 2 3-l43<ktffchTGR2 3-2(DMatched pair 



WO 02/31145 



PCT/JPO 1/08977 



111 

5 ii»sw6 2o (thmWimmm . LS123 (thagnjgE&jfe) . c 

OL0 2 0 5 (khMi*) , DUl 4 5 (bhtifiJUiSf) x z R 7 5 

-1 (thajSS*) , NCI-H3 5 8 (kb^ra^M^*) (v>-rn 

feATCCt) ^^TthTGR2 3 — 1 iictl/TGR 2 3 - 2 <£>^§ft(Dt& 
f^^rfr ofco SW6 2 OBLe i bov i t z' s LI 5igi-fe (S I GMAft 

10 , #^U^#-Sf L 5520) , LS12 3«EMEMJtl (G I BCOtt, 

U&mm 1090-081) , COLO 2 0 5, ZR75-1, NCI-H3 
5 8ttl OmM HEPES (G I BCOft) , ImM S o d i urn Py r 
u v a t e (G I BCOlt) ^ttJRPMI 16 4 Oigift (G I BCOt, 
D^Sf 1 1 8 7 5 - 0 9 3) , DU14 5S0. ImM MEM 

15 SWD&fll* ImM Sodium Pyruvate (GIBCO&) &S$SE 
MEMti (G I BCOtt, XZUt/m^l 1 0 9 5 - 0 8 0) K wrn©igtfe 

%>, -en-^niox avJ&JEjfe» (gibco#) , o. ig/i©*7-^ 
( g i b c o t) . t ^ § cfc ^ c e> ^ iDT., ig^^ff^fe, mm^mti 

Ocm-dishm^RNeasy Mini Kit (3r7tf>1&) 
20 £JBV*TRNA£:iH§Sbfc. ^5nfcRNA©2 6 0 nmOK3fegS:ii!l3tUTi 
muftis, -en-6n5 ng»T a qMa n Reverse Trans 
cription Reagents (7^7^f hVHt'>XfAXt) Sffl^ 

oTWiRNAlngSSfS^U 2 figcD:/^ T/^-f^-3 (@H^iJ# 

25 ^: 7) , (B3#l#-5§- : 8) (@E5»-*I : 9) £ 

m p c RR^^fro fco ^mz^n^R]^n<Dumt±^w^Ki^M^o 

1 n gffi^%b<^^RjiSSff oTV^RNAl ng^iltLT^fflb 
, :/^K^-3 (@S^J#-^: 7) £>£.Z£z?7-1^-4 (@H»^ : 8) £#0. 
5^M, ^a-^1 (B2#l#-Sf:9) £0. 1/xM, ^ck^TaqMan Un 
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iversal PCR Master Mix (7^7^f hVHt^fAX 
=j±) 1 2. 5 At 1 2 5 At 1 <Dmm£.Vt£o AB I 7 7 0 

0 (7X7-f rVVf^i/X^AXft) £fflV>T5 0°C-25h 95t- lO^CD 

5 jglte^MfeK). 2 5 n g*g^fcb<te^3£^HJ&£fT oTV^^RNAO. 2 5 
ngWtltffflU TaqMan j3 - a c t i n Control R 
e agents (7^7< H/Ht^TAX^t) ^I^TP CRKJfc£rfrofc 

^KJiSSrfroTV^RNAO. 2 5 n g^iitbtf fflU TaqMan 
10 /3 — actin Control Reagents td^^tl^ j3 - a c t in 
Forward Primer $5c£Z$(S — actin Reverse Pri 
me r . 4/xM, j3-actin Probe^O. 5^M, 43«J:tfT a 

qMan Universal PCR Master Mix (7^7-f 
-ftyXfAXft) 1 2. 5 At 1 2 5Ml(Z)«tlfco PCRTOi 

15 , AB I 7 7 0 0 (7\7°^-f ^Mt^fAXtt) £)3 V>T 5 0 1: • 2 9 
5*C • 1 0fr(DW:. 9 5*C • 1 5U\ 6 2"C • 1 ft^-l 2 4 OtH^Djgb 

TGR 2 3 - 143J;OTGR 2 3 - 2 (D^^*(D{it« j3 - a c t i nll^lt© 

USfi^fc. -^O&gJH, 3-ac t i nC^t5thTGR2 3-143.tr/ 
TGR23-2®M$SW6 2 0TH 0. 0 0 2 1 %, LSI 2 3^3:0 
. 0%, COLO 2 0 5Tte2. 1%, DU145TH0. 0 0 0 2 9%, ZR 
7 5- ltttO. 0012%, NCI-H3 5 8^iO. 0%T&^tf!:, 
25 3in«fct), thTGR2 3-l^ck^kMGR2 3-2tl COLO205 
JC 4o V> T#ES KfBS # if 3* b T V> fc C t. ifit>fr Z> o 

kMGR2 3-i^thTGR2 3 - 2 (Dmmmmtz&tf&mMmv/f 

"y-y^i asm t^to 
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•7^xi«S3feGgaK*ssu-fe^-see§n- kt* cdna©^ 

7^7XMa rathon Ready cDNA (CLONTECHft) &mm. 

5 tb, 2{@coy^-r , y-^-f-T— 5 (mmm^r: 12) ^ct^y-^-r^— 6 

(g3#l#^: 13) ^fflViTPCR^^frofco 
teJilBcDNAl /x 1 ^mmt.L^xmmV, P f u Turbo DNA Po 
lymerase (STRATAGENE tfc) 2.5U, 7^-f*7— 5 (I2^J# 
f : 12) *5cfc^V^-r^-6 (@H^iJ#-^ : 13) £6-1 jllM, d NT P s £ 2 

10 0 0 /iM, ^J:^II2XGC Buf ferl (TaKaRat) £ 2 5 m 
UP*., 5 0MlMitfcc PCR^tl 9 5t- 9 5<C • 1 

£\ 6 OX: • 1£\ 7 2^-1. 5#©1M#;i/£3 8@^DIL, WiWz7 2 
*C • 5#©tt^SJS£fTo;fc. WzTflU — Xtf)Vn%mW]%:ft^, Ge 1 E 
xtraction Kit (QIAGENt) ^^TtPCR^ift^i 

15 Il/L cMZero Blunt TOPO PCR ^D-z>^yh 
(Invitroge n*fc) (D^^V^^X 5. F^^-pCR-B 1 u n 
t I I -TOPO ( I n v i t r o g e n*fc) ^VJ&u*- ->Zf\stz.o 
^CIITOP 1 0 c DNA^0^7P->^t'7'1'y>^ttfLB 

20 ®M.Vtt&— SeK&n— HTScDNAOt&SiB^J (Ifl?U#^ : 11) . 
fc,, CKDDNAOi&SIB^J (IS?iJ#-*§: 1 1) #3 — Ht575 JW&i (IB^J 
10) Sr^^rrsSfSGgaK^SSW-fe^-SeKS^^^TGRa 

25 pTB 2 2 3 7tMH ^7^^ HpTB 2 2 3 7 ^A^tlfcf IfelM 
, 3*:B§® (Escher ichia col i) TOP 1 0/pTB 2 2 3 7 t 
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7-^Marathon Ready cDNA (CLONTECHt) &mm 
5 <hU 2m(D^^-i^~, If^^^-l (@3?U#^: 6 6) & £tf :/^-f V- 8 
(IB^J#-S§ : 6 7) ^^TPCRSJS^ffoito mfcJfolZ&tfZ>fcmWt<Dm.f& 
te±fBcDNA2. 5 ti 1 ^^ItbT^fflb, Advantage2 Pol 
ymerase Mix (CLONTECHft) 1 At 1 , T^-fT— 7 <g2?!l# 
f :66) (@H^iJ#-^ : 6 7) £#0. 2 /aM, d NT P s 

10 £8 0 0 iiM, &£Zmm\ZDMSO& 2 # 1 2JPX_, 5 0/i l©M<hbfco P 
CR^Jfote, 9 5^-1^, 9 5'C-3 0^ 7 2<C • 4 #£>1M 2 )V& 5 
IeK 9 5"C-30^ 7 Ot: • 4^<D^i7)V^:5m> 9 5^- 3 0#, 6 
8<C • ^©IM^SS OESOIb, StC6 8°C • 3 #<D#^J£jft£fTo 
fee JfcfcTtfn— *y;um^g&£ffV^ GENECLEAN SPIN Ki 

15 t (BlOlOltt) ^1 V^TMP C R^jSg^&iibfc, TOPO 
TA i7n-->^y h (Invitroge n%h) CD^^^V^^XS H 
^^-pCR2. 1-TOPO (Invitrogenffi ^It^n — ~ 
Vfco ^n^H«DH5alltAt, cDNA^^D->^7>t!'>U> 

20 GmBn^muiL^^—m&n^^— H*rs cdna©me?ij (bh3W# : 

6 5) CKDDNACOkSBB^J (iB^J#-^ : 11) ^-HtST^/H 

SH^J (@H^J#-^: 6 4) «:$^rr*»f«GSeK^cSfflU*fe^-SeKS: ^ y 
hTGR 2 3 ii$r£lsi£. 

25 pCR2.1-rTGR2 3 ^7^$FpCR2. l-rTGR23 7&* 

BASnfcJgKfeSlflcS:, ^Cflie (Escherichia coli)DH5 
ff/pCR2. 1 — r T G R 2 3 i^bfe, 

bTGR 2 3 (DM^yUy hm^: CE1 1 2 ) fc^f. 
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TGR23-2 C£TFx bTGR23-2£, mz.TGm-1 2> d £ 583iCH08ffi 

^^JlT#e>nrcy^X^ FpTB2174£:£IM<hU Sal IlP^SS^J^fllJnb/!: 
5 (i23Wt: 2 0) 4oJ;^Spe IfI^iH^J^#j!jnbfcy^-r -7- 2 

(@S^J#-^-: 2 1) £^TPCRjKJft£fTofco ^J^^43^^SiS^CDm^ 
teJLfBy^xa K10 ng£HS!<hbT&JBU Pfu Turbo DNA Polymerase (X h 
^:/->*t) 2.5 Ik :/^-r-7— 1 (1H^J#^-: 2 0) *5 cfctf:/^ 2 ( 
@H^iJ#-^ : 2 1) dNTP s&200mM, 33«fctfSJifri&K:2 X GC 

10 Buffer I (^Si£) £25u 1 #nx.> 50m 1 bfco PCRSfSH 95T: • 

60#GD^ 95^-60^ • 60#\ 12°C • 70#©1M ^;i/2r25HJ^D ill, H 
^^72^ • 10#cD#^J&£fTofc o ^PCRSJftM&»£Zero Blunt TOPO PCR 

pCR-Blunt II-TOPO W>k'hDyx>ft) a— n>^bfc. £n&E. 

15 coli T0P10 « >tf hDyx>tt) tiAb, pTB2174^£n&TGR23-2tf> c D 

tlfc. 5' «5J^3' -IBflfcSal I43<fc£*Spe I^n-^nS^f SlH^J&^llPbfc 
TGR23-2^SASnfc^7^^ HI:J;oTfIgi3nfcK col i<&# n->ck 0 
Plasmid Miniprep Kit (/VT^y F*fc) &ffl^T^7X5 FSrlSiJU ftJPOT 

20 SjSal I ^itfSpe IT«J»f UT-OiJ— hgP^Sr^JO WUfco -O-tf— hDN 
AfcM^&Kj^ 7#n— xyjl/ck9SJ9fflU #KGel Extraction Kit (^7 
y>%t) ^fflV^THIiKbfeo d<0-r>ii— hDNA&Sal I *3ck^Spe IT^UItfr 
bfcib^*fflfla^ffl^i7^— KpAKKO-lllH (Hinuma, S. et al. 
Biochim. Biophys. Acta, Vol. 1219, pp. 251-259 (1994) IBffcGDpAKKOl. HH<h 

25 (D^t?? — y°^X^ H) fcfln*., DNA Ligation Kit Ver. 2 (Sfl§5£) 

T^-f y—>3>S:ff3feV^ IfiM77X^ b*pAKK0-TGR23-2£**ffcbfc. 
£©pAKK0-TGR23-2*T?JE^&&bfcE. coli TOP10£*S3£^ Plasmid Miniprep 
Kit (/W^^Fft) S:fflV^XpAKK0-TGR23-2coy^xa FDNAS:ilbfc 0 

;\Ax^-mo/mr mm^\o%o^^^^tsa-mmm (with 
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ribonucleosides and deoxyribonucleosides, GIBCth Cat. No. 12571) t77 
frny^j yis*. (®. 5 cm) \zl x 10 s {@MU 5% C(yf >3r^-^- 
T37t:-B^«b7Co ±IB^y^X^ FpAKKO-TGR23-2 DNA 2/^g£ 
Transfection Reagent FuGENE 6 (Rocheft) 8§fl-ffc«3W§Bfic©:&i£le:fie . 

cfcD*^, iliR^ (10% m^B l M^^^a-mmm (without, 
ribonucleosides and deoxyribonucleosides, GIBCtk Cat. No. 12561) ) 

^x^j&mkt'u— himizmmvfco 3 - 4 a z:t\zm^imm^mvu^^ 

9^!xf#bfco 
#%#)J2 

TaaMan PCR&£ffl VifcTGR23-2»3SCHO«Bfla*©TGR23-2»^*©3£* 
15 ###1J 1 T»fcTGR23-25S^CH0«aaa*79^ n->£, WZx.frU'— V \zt%m 
U RNeasy 96 Kit (+7y>t) Sffl^Ttotal RNA£»b7c„ #6nfc 
total RNA 50—200 ng£ TaaMan Gold RT-PCR Kit (PEyM^^rixXt) 
Sffil^T, ^^KJfcSfr&ofc. #6n&total RNA 5-20 ng^g^O^^ 
g^3, CbTf Hbfci^c DNA, lxUniversal PCR 

20 Master Mix (PE;\MtyXfAXt) , E3W§- : 2 2T?asn*^'7- 
&<fc£«*W§- : 2 3T^^n§y^-f^-6-500 nM, *3<fctffia?"J#*§- : 2 4 ( 
Fara-acctggtttg ccgagtggtc cgctattt-Tamra ; gS^J'K Fam«6-carboxy- 
f luorescein?:, Tamrate6-carboxy-tetramethyl-rhodamine ^^ti^ti^T) T? 
S^n^TaaMan^n-^ 100 nM&^ttKJ£ig£«25/ilfcoV>TABI PRISM 7700 
25 Seauence Detector (PE/H^yXfAXft) £JBV*TP CR^frfcofc. P 
CRU 5 0<C • 2£\ 9 5t- 1 Ot>«E 9 5t-l 5fj>, 6 0 • 6 
0 igNDlM ^ 4 0 ®£i 9 Jg-T £<hk:<i:D fffc ^ &. 

ifpcDNAH ^»JlTl#6nfe^^7,5 Fi>TB2174©260nm<7>©3te££fci] 
^bTl^ftiib, lE^zitf-^^^mbfe^ ImM EDTA^tMOmM Tris- 
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HC1 (pH8. 0) mmTs^V, 2nb°-^e>2xl0 6 ntf-(7)WcDNA^&ii 
^bfec TaaMan ?^m^a-y^^zSy°y^^-mimei 

Express (Vers ionl.O) (PE;Kt^XrAXtt) J; Di&ftbfco 
^S^ABI PRISM 7700 SDSV 7 h#:n7£«fcoT#?:fflb&o U^— (D^t 
5 3fcftS#iS££nfc^fc3ibfc^^^ PcDNA0 

%£>$081iftS£^ttiU ##n — XOtotal RNA^fe D OTGR23-25te^^S^ 

ijV^l/- htd.^bfcc ^n6C0»lC^V^T, TGR23-20Dfg5&g£:Mfcbfc 
10 c RNeasy Mini Kits (^7y>t) £JHWrtotal RNA£gfiS£bfc&, RNase- 

free DNase Set (^7^>tt) V^TDNase^^^ bfc„ #e>*ifctotal RNAt^ 
±IB£|i^Klj£*&¥&*&U TaaMan PCR*£T#^ P-><Dtotal RNA^fcD 

<DTGR23-23t^^a*^fe- ^O^IH, T GR23-2^CH03ffl]|&**# 

□ — > 5 3 £ 5 8d*i£r £ 21 <fc # t) o fee 

15 E^<D##0»JTteu £tl£> 2O0^n->©MM^fco 

TGR23-2^CH0^^^fflV^c$fflfl&^cAMP^^{Sji/^^J?§'f4CDMJ^ 

1 tfib, 2 -r^tRbfeCH0/TGR23-2^fflfla^24yN:^ > l/— h &C7 x 

20 10 4 cells/wellTMU 48R#fym*bfc„ «£0. 2 mM 3 — (v^)V-^ 
;^it>^><hO. 05% BSA.L20 mM HEPESSr^tT aMEMigifc (pH 7. 5) T?Sfci$ b & ( 
£HF> 0. 2 mM 3--rvy^;l/-^^;W^rit>^>^0.05% BSA£20 mM HEPES& 
<&tTaMEM#*&(pH 7.5)&RlSffl/ty7T-i:|B'r) . 5 nKDRJ&fllA 

25 0.25 ml(DjKjSM;^^^7- : £«tcJnx.fcm, ^t2MM^^-;VX3 >J >^ 
00.25 mlcD^^A^^T-^^ffl^^inx., 37T:T30#f^Jfc£-i±fc o 

cAMP EIA^Py h (r^7-f H/Ht^fA) #H©ttMt?:0. 5 
ml^JnbT«HBart©cAMPSfflffibfc. §*HM*©cAMP*KJ:, H+iyhSffi^TiE 
*b&. JioSS^ttS'btKbT, jg^3i/ai«!l«tt&^TK:^bfc^T?Sh» 
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u % of controi-zrigbfco ummm<Dftmz j tn^n<D-7u-- bmzmmv 

% of control = (X-C) / (T-C) xlOO 
5 T:IEfcrRB (i^M^ttk 7^nU>if2bO) ©3 wellcOcAMP*©^ 
C : (fsm&i&toK :7*Jl/;*DU b) (02 welKDcAMPfflKD^ 

m 

10 4 

TGR23-25SSCH0«Bfla&ffl VifcT^^ F >»ft»S«Iifil«HEjlfi&ttcZ)«!l3£ 
###tJl"rf£§£U ##^J2-r51tRbfcCHO/TGR23-2^^^24^yi/— Hc5 x 
10 4 cells/well-CftSb, 24NrM*«Ufc. t&i&£P££U 0. 5MCi/ml [ 3 H]-T 
^F>^<hlO% S*tFBS£20 mM HEPESiiO. 5% BSAS^j&Ubfc atMEMJg*6 (pH 
15 7.4) SrBOOMl/well^jnb, tg«§§T16B#^^bfCo [ 3 H] -7 ^ K >M : £-a• 
tJ , ig:^ : £:P:&i^ 20 mM HEPES<h0. 5% BSASr^Jnbfc otMEM^ttil (pH 7.4) £500 

Mi/weii^sjpb, mmm-vAmmuuvrz.. mm&&ffi&* 0.05% bsa£2o mM 
hepes &mmisfrj\>?7,&m (ph 7.4) &m^. i^ni/miix 2 mm^rz. 

(J^T, 0.05% BSA<h20 mM HEPES £i^!jnbfcA> £7 *Bcifc (pH 7.4) SStftfH 
20 Ay77-^iBt) o 750Ml/wellCD^ffiA , ^yT-£Mf-iPX.v 
ig^rTMO^W^bfc. M/^^T-^lf, ffifc\z25Qii\<DRj&mrty 
K^t250jLtl<DSJ^fflAy7 7--S«IBJ3a^Jn^., 37 < CT40 
2f*1KJ&$ii-fc. ±tf350A*lSr^b, ^-S:3 mlflP*. 

25 ^tt^Jt^Tt-^b^^Ttwb. % of controiT^bfc, unmrnvfemtt 

% of control = (VC)xlOO 

x : mnmnum^mmm^ 
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5 fc„ ##Wl^fiU ##^J2Tjl^bfeCH0/TGR23-2M^96^yi/-htci3 
x 10 4 cells/wellTfSaU 24B#F H 1ig*b7c 0 2.5 mM^n^;/ H £20 mM 
HEPES£^im>£7XK*£(pH 7.4) (RT. 2.5 mMyD^y H £20 mM HEPES£ 
^/\>^7X&mm 7.4)»fflAy77-tSt) 10 mlfcFluo 3-AM 1 A 

x^e, FLiPR©m3£©fi[fitc^ebfc. ^«^^«a^+f->y;w\*^^T 

— 7 — ^BSA*2 mg/mh CHAPS&1 mg/ml^3bnbfet>©) £^[Jb 

TGR23-2^CH0^ffl^tC^bT#^^^cA]^^^^'I4^^T^14#/^<5D^«y 
20 h£fl«fflffi!»a>6©»« 

TGR23-2i3^^^J7 t j;U TGR23-2^CHOilfflB§^-r^) 

7 ^ h^iHi!i)ro«#:^ P 7 h ^7 7 ^ - (HPLC) 75f'>a>SKT 
fc^^^TDIiabfe. B*^t^X'JA- (=80 <kt)^Abfc^8jlfi& 
25 O^X^-^y h<O±flK400 g (200H#) &«S#:»aJlML 25S*To»»b3t 
^®7K (300 ml) fcJgCTlO^WtSabfc. ir&fcfcJfrU 200IPI#£: 

^-&T (2.4 L) mm 180 ml^Jn^T^^l. 0 M<hU <£i&T#U hD> ( 
10,000 rpnu 2#K) £^Tf&#b7c 0 jtifr (8,000 rpnu 30#) bT 

±»£8l?K fctJKfcttl.O Miftg2.4 L &JP*.T?fJ£#y hP>CJ;oT»U 
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, —IftmWVfc.®.* j&>\j> (8, 000 rpnu 30#) LT±}&*#fe. #3S^T#6tl 
fc±mu, 2mm (4.8 L) 0?fr7i*h>&4T:T8>-3< DiRTbfcft, 

WtoViTtt4i^raai#fbfc. 7-feh>SJ«lA3tfflHUfttt5fiiC? (8,000 rpnu 30 

flgbfcttffi^«x/^u-^ — tc:T^BET«*lSbx--^;w^^fc^bfc. it 
(7F/t>f7^, DP70 (90' mm*) ) Tfc&MU ffii&£# 
10 ^X§£#^A (300 x 240 mm) Id^&gbfcODS* ^ A (^-fV— , Daisogel IR- 
120-ODS-A 63/210 um) K:#bfc. A^ASrl. 0 mm 400 mlT^^. 0. 1% h> 
U:7;i^n@«£^tr60%7izl-xMJ;V500 mlTigfflbfc. ^fcB^^r^BET^ 

ttbT»jKS:«*bfc«, mmm&m^&mvtz 0 '-'&znzi&&mm.2 g£3o 

ml<7>0. 1% hU7;i/^-P^^tfl0%T-fehxhU;P^^b, 12.5 ml^ro^ 
15 ODS^^A TSKgel ODS-80Ts (21.5* x 300 mm)) £J3 V^cl0%^ £.60 

%cdo. 1% h u 7Moins^7t sx h v )V(Dmm£3mmitimz&%ftj& 

HPLC^#bfco.HPLC«2H»Cl^ttTfTV^ ^ffii£te2#@k:60#ilite: I, 2IU#<7) 

jv^^ri/H (dmso) ^mumsjv^-y^T,^^-, ^xsm^^m^m^ 

20 T^£fc:i£fl¥bfc. 

±IS£ £ o T# e, tlfdHPLC y^^i^s XDMSmWt&^M 3 IC^bfc^&K: 
tE^TGR23-2fg^CHOJIfflJ!S£&#U $fflJ®|*gcAMP^^SCD?l!l3tS:ff frofci&JI^ # 

f^s|sHc::3^T###<J4 fci^bfc^jfef^^y:?^ H >^f^HJ#J^i?S , l4^ri^^/c 

25 asm. «^stt*n«iBsnfc. 

cne ©fsi* i/ty^ -issisffljia-efcijgg) £ nfcfr^fc ct^v. ?y 

h£flE^ffl*fcTGR23-2fc«f#g«ffc U # > - t^^ftfc 

o ^^nfesocD^ni^^^-n^n^TcD (a) - (c) os^i::** 
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ts ^ a £ m ^ tz.mW:Tm \z& v>t# e> nrccmm^m^mm^ *> ntcfrm \z 

v&mnmmmsbt>tifz 0 ^z\x\ *nw&<Dffi&x.m\z&ttz>f£&<Dmm\z 
\t. m?Mz&zmm\Hti)i^v&mmfe&&mmtiVTm^. m^^vr^ 
5 m&cm?m&femm&&ttz\£\z^xtem&mmi,tzo 

(a) #li#-^18 

5M#-*§18^^Tte, 10%T-feb:=:HJ;i/£#tM0 mM^T^-^A io 
mHCjgflPU R§-T:t>3£^#^A (IV-, TSKgei SP-5PW (20 mm<f> x 150 mm) 
) tcttbfc^, 10%7-feh^hU;i/^-a-O10 mfrZLQ m^rMTy^-V&O) 

i£#Ili£^i£flim, 0. 1% h U y )V^ruWm.^m^%r^: h- h «J M. 8 ml 
ODS^^A (IV-, TSKgei ODS-80Ts (4.60 x 250 mm)) Icttbfc 

o. 1% hvy)i^umM&^ts\o%frZ2b%<D7^b~hV)V(Dmm£}m\z 

15 #IS£^3&*i^ 0. 1 mlCDDMSOT^Mb, S6fc0.7 ml<£>0. 1%^:/^ VJl^ 
□ IS^^^-tPlO%T-t hU^SrJPATODS^J^A 0ftl^*fi2l, Wakosil-II 
3C18HG (2.0 mm(f>x 150 mm)) fctfbfc^ 0. 1%^\^ y)V*umk&S tfl0% 

^ e> 37. 5 % o r -t h n h u ;kd^£jibk: io^mu \±—>?m\z^W}Xftm b 
fco ffi^«T-feh— hu;w26%#jtti^8e>e.nfeo EHMa-Kra, $eico.7mi 

20 CD0. l%£^-fcf MJ:7;i/^nS1^10%7ir h—HJ^in^L, 0DS#^A m%M 
Wakosil-II 3C18HG) fcttbfc1& 0. 1% h U y)V*timm&<SmO%frP>21i 

bfcc ?stt«y-feh^hu;i/ii%#5£^^— ti-^ tbt#e>nfc. 

25 (b) #lJ#-^20 

$tfa#-^20fc:o^Tte, hU;VS:"^£rl0 mM^T^— ^A10 

mlKlMfb, H<^->^»^A (IV-, TSKgei SP-5PW (20 mm<f> x 150 mm) 
) fctfbfcl^ 10%y-fehnhU;i/^t^l0 mM^?>l. 0 M(D«7> ; e^^A(D 
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tt#B&aagtt»Sk 0. l%hU^;i/^n^^tflO%y-feh- hU^O. 8 mi 
CN^A mmt^. Develosil CN-UG-5 (4.6 mmcf>x 250 mm)) fctt 

bfc^, o. 1% h u y;^ppm^oio%^?,25%<7)T-fe h - h u;Kz)$&jg£j 

5 fcf£te#P£^i£S£*§M£, 0. 1 ml<Z>DMS0*r?gfl¥U £ £f;:0. 7 ml 00. l%h'J7 
;i/^-n^<£^10%r-feh- hU;i/S:JP^.T0DS*7A (frl^*^ Wakosil- 
II 3C18HG (2.0 mm<f>x 150 mm)) icttbfc^ 0. 1% h U ^^nB^Sg^trlO 
X^e»20%©7-feh-hU;i'O«ffi^EKl«fct)»WU *tH«ttlf-^«fc^»!i 

10 #IIiK:^£ns^4%ft£^T©##0J8 fc^T<fc5£bTfiH§ife5£b&. 

^Hi#^22~23^oViT«, 10%7-feh— hU;!/£^tM0 mM^T^-^ 
A10 mUzfeffils. J* (IV- TSKgel SP-5PW (20 mm4> x 

150 mm)) fcftbfc^, 10%X-feh-hU;i/£^tH0 mMtf>£>1.0 M0«T> ; 6 

15 nfc. jgtt^iasr^ifcjs^, o. i%hu >';i/^-p^m^^-ti , io%Tiz:h- hu 

;W). 8 mlfciig^b, CN#^A (tM^, Develosil CN-UG-5 (4.6 mm^x 250 
mm)) Kitfbfc^ 0. 1% hU^;i/^-P^^t^l0%^e>25%©T-feh-hU;U 

o ^e»tlfc«tt^B*SMSft»a, 0. 1 ml©DMS0T»fl¥U £ £4c0. 7 ml 00. 1 
20 %hU^;^u^^tfl0%T-fehnhU;P^nx.T0DS^^A OfoSfcttlig, 
Wakosil-II 3C18HG (2.0 mm<f>x 150 mm)) KitfbfcSL 0. lXhU7^Pft8 

^tno%^^2o%0T-fehnhu;i/0^^@H^ t fco^mb, ^ic^ib 

£0. 7 ml<D0. l%^\y^^;P^-n|&m^^^l0%r-khnhU;P^JP^., 0DS#^ 
25 A GfdftiWIH, Wakosil-II 3C18HG) fcftbfcSU Q.'\%'\'7*7)V*ufflgt&& 
tM0%)&>£37. 5%0T-tz h U^0i8fi^gEfc<fcoTigfflU i&fcfctf&tetf-^ 
«fc«Hn?#^bfc. tSttttT-fehnhUJV28X#3fite¥-lf-^tbT#&n 
fee 2l0^iilfc'&*nsStt4ftJltt, «T©#*^J9t^-r<fc-5te:bTfl}jeftJ£ 

bfeo 
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#1818, 2043<fctf22~23£, Ifi»»BS!tt**^Dt-^ (Sigma, protease. 
Type XIV (P5147) ) T#UIb, &&MWm&^&%fr&fr*m^ 0 
Jif3^>y h^aattffl«lHPLCIStt^lii (#®i#^18, 20:feJ:tf22~23) #4 *U 

&o. 2 ms^tv^-^aioo unzmx, Aig&sstnbT37 
o < c^2B#^^>^n-^-hbfc^ mtzK^-eio^lMbT^abfe^n^- 

i££«§£Wco ZHaKlBSA 0. 05Mg:i3«kt*CHAPS 0.05 mg^tsM^l^m^ 
StfgftJftUfc. St^*bfctt#«:, ##^iJ3^^T^«^TGR23-2^CH0 

###J 8 

20 ^ y h^I»«tti*O^iil##20^ e»#e»nfcTGR23-25BSCHOfflIfiK:?*U'rWa 
###iJ7 K^bfc^^y h^Be8ttm^©3 0©$Miifc^*nSTGR23-2^ 

25 tfTSrfrfcofc. 

6 ICt^T^ IcbT^ y h^Mmtlco^iii#^20^e>#e>nfcTGR23- 
2^CH0^^tC^bT^m^lCcAMP^^«S'tt^^S^K©T^/mia^ 
#*t*3 £tfH*#*f&fTfco flH4b!-* £frtf»atf*£ffi HTProcise 
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75. / nmmftm&ft fro fctca, n*$» s issm^tk 

SFRNGVGSGVKKTSFRRA (S3*l#-% : 2 5) <B7 5 /MB2W»£>ttfc. flWaigfcH 
ttSfflViT^-y^^U— <^>8g C/p^) £^*UfcThermo Finnigan LCQ 

1954.9, H-Il: 1954. 2) . 

10 

9 

H^!H*fim*O^li##22-23^6^e»nfcTGR23-2^CH0jSffllfifc»bT 

6 id^T J; 5ClT7yh £Kttffl%©$Ha##22--23a> S nfc 
15 TGR23-2^IJICH0M L T#H#J fccAMPS£4EiIi£1§: £^"T fl&ttWH 0 75/ 

Procise 491cLCy D?M'>>'— $r>+f— hVHt'>7TA) t«fc57 

SFRNGVGSGVKKTSF : 2 6) ©75 / MB3Wf§&nfc. H«©JgfcU8c 

20 ^fflWyx^l/ — T^->^ C/p^) £g5tLfcThermo Finnigan LC<H 

*J#*i : 2 6 ©75 / 8BBW5fHSn*RM^5nfc (Hffi'Jffi : 1570. 8. 
ft W-m : 1570. 8) o 

£tt<fc9, =7V h^M{±l^O^p#-^22-23^e>#8nfeTGR23-2^CH0fH 
25 Jfifc^LT#S«fccAMPS^ffili«ttS^-r« 1 tt'»Ktt, IS^J#^ : 2 6 fc^f 
7 5 / &@E#I ^r^-r § ©T § £ nfc- 

1 0 

7*; h^fflffi^^^ia#^18^e#e>nfcTGR23-2^CH0«^MbT#^ 
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5 491cLC7 p OT : -r>i/-^->-tl-- (yy^Hmty^TA) lz£Z>TSiJ5fcm 
7 ^ SmMfmtix&ftte-DfrtZZ, N*^£14?«£^SFRNGVGSGVKKTS ( 

m^m^: 27) (DT^jwMnwi%hritz. a mm^mi^m^m^xi-y^u 

— (rt>m. C7u$jr) ^^bfcThermo Finnigan LCQ-f^->h^^yM*^ 

10 ymmm^mwtzn&mmmm*>n*Lm®m 1424. 1, tt-ii : 1423. 6) c 

Z\n£V, "7V h±M!±i^^^lii#-^18^e)#e>nfcTGR23-2^CH0mtC 
15 1 1 

t hTGR23-2U^>HBfrig^ : &3-H-r§cDNA<D^o-^>y 

^jtSft^^-r^tt^y^F (^WSW*, hTGR23-2U#>F<hfE*fcT£ 
Ohh^D^ C^WK t MGR23-2U^>H<hlB^-r^>il 
20 CDilSftSn- ^tS c DN AS^ o- ~>¥-§TZ>tz.tt>, khiST 

OTO^DNA^7<7-$IK t hMT«OcDNA5:iStb 
TPCRi£tc«fc5J#*g£fT&o;fco KJfoi&CD*Bj£teu t: h^TBBMarathon- 
Ready cDNA (CLONTECH) 0.8/iL K#l#-S§- : 2 8 43i:^@S^J#-^ : 2 9 <D^J&D 
25 NA^7-f7-#1.0MM, 0.2 mM dNTPs, ExTaa (SffiB) 0. 1 /* l&itfBS^Hc: 
ttM<DExTaaA> 8JR«»i20M 1 1 bfco <D1M *;W*1J- 

— x^Ht-f (PE Biosystems) £JBV*, 94*C • 300#a>in$&'G>^ 94*C • 10 

fj\ 55^-30^ 72°C • 30#(7)it-r^;i/?:35lHl^OMb^ ^^72*0^5^^^ 
i&bfco 5fcld, DNase . RNase Free©!&@7kT50{&^RbfcP C REM *i K 
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m^m^ : 2 8:J3«fctflE!?U#-Sf : 3 0 CD^DNA^-f ^-#1. OmM, 0.2 mM 
dNTPs, ExTaa^U*^— if 0. 1 n \&&Tmmz.ttmv>mw^y 7 7 

— Ti8&EJfrft£:20jttl£U -V— t;HM^ — (PE Biosystems) 94t: 
• Z0m<Dtm<D^ 9AX1 • 10^\ 55<C • 30€K 72<C - ^£3 50 Hi 

5 DIL, ^^72 < CT?5^r B 1^b^io ff iflbfcD N A£2. 0%COT^P-X^;U 

QIAauick Gel Extraction Kit (^Ty» £JB ^TUNKbfc. CODNASr, 
pGEM-T Easy Vector System C/p*#) <£>:/p hP — ^tel^oTpGEM-T Easy^ 
^D — ~>^bfeo £n&:fcflg£5 (Escherichia coli) JM109 
10 competent cell (^IBifi) t^AbT^Rfeltm cDNAMIt^^ 

P — ><£T>tf>-U>^mB^T— Rfe^flb, QIAwell 8 Plasmid Kit 
15 BigDye Terminator Cycle Sequencing Ready Reaction Kit (PE Biosystems) 
DNASa^JSifc. 

BB#I#-%: 3 1Tg$n5DNAOllS^Jt:[l 12^ : 2 5, E8I## 
: 2 6*3cktJ?g3^J#-% : 2 7T^n57y h»6#6nfc7y HTGR23-2 

-A^Slfc^i^ek MGR23-2U^>HOfylS#:fe^V^i^^— SB&P- 
cDNAW <h«lj£$*l&. 
t h TGR23-2 U # > H t # A £> ns T ^ J WW?\?t P -Kf5«J:5fe7l/-A 
TIH^J#-^: 3 ia>e>fgiR3n57 5/MBB?iJ<05' ±jMKK33ieOTR©IIg*& 
25 P K>T^§ch^S^n§ATG^2^m#&-r§^\ j^TK-i^yP^ h£fr&o 

$nSi^7K#(D^^m«^m^bfc<7)TclCDATGj&*^P K <h«lj£b 
fe 0 3' fiUcteh hTGR23-2U#>K£P — K"r§ t^^nsSB^JOT^tdJ^lh 
P h*>^atfc. J^±tJ:t)«l^$nfet: hTGR23-2U^>H^#:CDT^y 
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mmm&m&m-^ : 3 2\Z7F~§To Z.<Dffimz&\,*X. bhTGR23-2U#>Ffc:*B 

mfcm&frZtyVttiZnztZn&Lys-krgCDmn (Seidah, N. G. et aU 
Ann. N. Y. Acad. Sci. , 839#. 9-24H, 199850 ##£Ebfco —^3. C^U\Z 

5 n^itn ^>tm^t^ mm^ : 2 5 xm^n^r^ y mmm^-rz ? 

v KGR23-2 U # > H SSEBI t <Z> M $ 6 fc2££j&«#«E b&. 

CtliD, b hTGR23-2U#>F<Z)7^y&IB#Jfciu ^ y h£M&fcB^<fc Off 
e>nfc^y hTGR23-2U#>F©7^/^K*J ; : 2 5 C^y MGR23-2 

U#>b* (1-18) ) , E*I##: 2 6 y h TGR23-2 U # > H (1-15) ) 
10 zm&m^: 2 7 C^y bTGR23-2U#>F (1-14) ] \z*rtl j etWjfc'?&, 15 
3 3 [bhTGR23-2U#>F (1-18) J , IH^J#-^ : 3 4 [b HTGR23-2 
U#>F (1-15) 3 :j3«fctfgE!?iJ#-5§ : 3 5 Cb MGR23-2U 13 > F (1-14) ] T 

tzM&m^: 3 6 T?SSn475; ^IH^iJ (bhTGR23-2U#>F (1-20) 3 T 
15 ab-S.hft^^n^o b MGR23-2U ^> H©BB^I«, *TGR23-2U # 

>F:fe£U^y hTGR23-2U#>F©12?fl£Sfc?K ^©BB#l*K:Arg-ArgBB?!l 
Ttefc<Gln-Arg52^J£^T&££j&>e>* BB^J#-^ : 6 2l:^$nfcl6gS© 
T^ymiS^iJ (b hTGR23-2U#>F (1-16) ) fe^fc'J F<D|Emr&£ i: 

20 

1 2 

v^7*TGR23-2U # > FMSK#£:3- FT§ cDNAtDi/ n-~ >^ 
5y h£JBffiffittrt>S#&n&7y hTGR23-2U#>F©vC7X* ; &a^ (* 
HSIM*, T^XTGR23-2U^>HtfB«-r^)il<h^ab^) OtJiSfrSrn- Hf 
25 5cDNA$^D-->^f5fc6, ^^^^iS*® c DNAS^St LfcP 

KTO^DNA^'fT-SffiK T^^Ii^OcDNA^iltbT 
PCR?£^<}:S*i*SSrff^:ofc,- Rj&f&c^lJ&teu ^Marathon-Ready 
cDNA (CLONTECH) 0. 8jaK iE^Wt : 3 7 43 <£rJIE2Wt : 38^DNA7° 
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7<7-§1.0tfM, 0. 2 mM dNTPs, ExTaq 0. 1 u 1 & <fc£*K^fc#J5S<D 

(PE Biosys terns) £JBt^ 94*C - 5»WOJnS»©«, 94<C • 10S>, 65 
•C • 30fJ>> 72*0 • 30g>©1f^^;P&35|Hll»O5gb, ft«K72pT5#Mfiy&Ufc 
5 o &tc, DNase , RNase Freeco^zKTlOOj^^Lfe P C RS^ffi2/i K SB^J 
: 3 7*3«ttJfiH^J#-% : 3 9©MDNA^7<-?-#1.0mM, 0. 2 mM 
dNTPs, ExTaa^U^-7-if (SiM) 0. U l:fc«£t«^K:ttJg©ExTaQA*y 7 r 
-!3l&£jftS£r20Ml<hU it— (PE Biosystems) SrfflV^ 94*C 
• 5#Hg0JnS&&£>^ 94<C • 10#\ 60r • 30#\ 72"C • 30#<D+r-f ^;i/£30HI$l 
10 DIU ^tC72°C-r5^r H 1^Ubfcio i^IbfcDNA£2. O%07^D-X^r> 
m^i&tC«kO^SiUfc^ ^440*&&g:<DDNA£#5= VUTr^OtBt, DN 
A^QIAauick Gel Extraction Kit (^7y» £JB ^TtSiRLfc. 

pGEM-T Easy Vector System (i/o^^f) ©^D bn— JW^oTpGEM-T 
Easy^^— ^p-->^tfc 0 ^n^:^:J3IM (Escherichia coli) JM109 
15 competent cell (Mag) fc#AbT3!*«tetJ!Lfc«, c DNAjf Afrit £i#c> 
fn->£7>K->U >^J:rXX-gal*'&trLB*3c*%-C , S^U, 6-fe£M-r& 

□ — >^T>fc°->U >^r-atfLBi^ililT— 0i&i§^U, QIAwell 8 Plasmid Kit 

20 BigDye Terminator Cycle Seauencing Ready Reaction Kit (PE Biosystems) 

tl§DNAE?iJW:o 

IE3«-*t : 4 OT^$n*DNA©*&SSB^J^«, IB^Wf : 2 5, SB#1#-^ 
: 2 6:fc<ktfga?!l#-f§- : 2 71:^^77 h±^6#&nfc7s/ bTGR23-2 

25 u ho7$ j m.mpuzmsbxm®ivtciT j munttzi- ^-t^^ouv v 

~A##&bfc££7&>£>V^*TGR2^^ 
— c DNAT^Stif $tlfc. 

^<^TGR23-2U#> b 5*157 ^/MB^lSrS-- h*nj:5&7l/- 
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fetsnzm7k&<Dmbmi&wmmisfc<D^z.<DATGi)mtfc=i H^stn^ 

5 Sibfc. 3' Wctt^^XTGR23-2U^>HS3— HTSii#^.e»nSiB?!I©TSSE 
©75 /^@B^J^1H^J#^- : 4 1 il^-To £<DBB#lk:43^-T\ x^XTGR23-2U 

^^<Dmm^m^^m^m^n^£^n^iys-kig<Dmm (seidan, n. g. 

10 et aU Ann. N. Y. Acad. Sci. , 839^> 1998¥) **#ifiEbfc. — 

C*«fctt*ytn H >a*#«ELfc#«, I3^J#^- : 25077 hTGR23-2U #> H 

CinJ:0» ^^XTGR23-2U^>^OT5/mi3^J«, 7 7 h^lTMtti^ck D 
#enfc77 hTGR23-2U#>F<D7^/&ga?tl ; I2^J#-^ : 2 5 (77 b 
15 TGR23-2U#>K (1-18) ] , iH^J#-^ : 2 6 (77 MGR23-2U 33 > F (1-15) 
) 43<fcU13?iJ#-^ : 2 7 C77 hTGR23-2U#>K (1-14) D ^n-^nKlfchfoT 
@3^J#-^: 4 2 Cv<j7XTGR23-2U#>F (1-18) D , SH^iJ#-% : 43 [Y 
£7*TGR23-2U#>K (1-15) 3 *3J:^@B^i#-^ : 4 4 C x^XTGR23-2 U H 
(1-14) ) T^^nST^y^SE^J, 43«fctf<*e>K:IB?iJ#-S§- : 4 2 0C*fl!l:2 
20 ^SlI^nfciB^ : 4 5t^$tl575 /g£BB?!l C^XTGR23-2U 77 > 
H (1-20) } T?&S£Bt5&£n&. 

##M 1 3 

77 MGR23-2U^>H^#:0— SPSn — HT^cDNAO^n— n>d/ 
25 7 7 MGR23-2U K<0OTK#£3- c DNA^^n-n>^fl)fc 
&7 7 h^iWcDNA^StbfcPCRmofcc 

^T0^lcDNA^7'f , 7-*ffiV^ 77 h^HiS5fe©cDNA^^M<hbT 
PCR^tC^^it'liS^ff^-s.feo &^cAiBJ&te, 77 h^PMarathon-Ready 
cDNA (CLONTECH) 0. 8/aK @S^J#^ : 4 6 43«fctfE*J## : 3 8®MDNA^ 



BNSDOCID: <WO 0231145A1_I_5 



WO 02/31145 



PCT/JPO 1/08977 



130 

#1. OmM, 0.2 mM dNTPs, ExTaq 0. 1 u 1*5 £ZSBm\Zttm<D 

ExTaa/t y~7 7 — ~C\ %&fcJfom%20u It bfco ^gcDfc&CD-tM' VMtt—^iV 
(PE Biosystems) £JBV^ 94t: • 5^0JP^©^ 94°C • 10#, 65 
<C • 30#\ 72<C • 3O#(D1M^;i/£350i|i3MU ^^72 c CT5^r^?ab^ 
5 o Wz, DNase , RNase FreeO^zKT lOOfg^iRbfcP C m K IB^iJ 

4 6O^7<T-1.0/xM, IS?U#^§- : 3 9 (D&f&D N A^7-f 0. 2 £tM 
, 0. 2 mM dNTPs, ExTaa^UX^-if (^B) 0. 1 m 143 &tfmmiZttm<Dm<i(i 
;^>yy t— T^^*^20m 1£U It— v;HM ^ (PE Biosystems) £fl§ 

v>, 94<c - 5^^^*p^cd^ 94t: • io#. 6(rc • 30#, 72X; - 30#od+m- 

10 £30|Hi;SiDiiU S^^72 < CT5^r P TO^b^o ii>i>Sb^DNA^2. 0%©7i/n 
- X tfJimmfaW] \Z J: D ftm b fc^, *U200i&&K<7> D NA^^VUT^DtH 
U DNA^rQIAauick Gel Extraction Kit (^T^*» Srffl^THIiKLfc, C 
pGEM-T Easy Vector System (^n/^o^nhn-j^^T 
pGEM-T Easy^^ — $ u— n>^bfc 0 ^n^^fliM (Escherichia col i) 

15 JM109 competent cell (^tgjg) f^AbTMfelbfcE cDNAifA^fit 
$:^O^n — >^T>t°5>U >& c tm-gal£^OLB^igitilT s ^U 6fi£r 

*<D&n — >&7>)d^\)>&&tSim&^—W&m\s* QIAwell 8 Plasmid 
Kit (+7^» ^^7X5 FDNASilbfco *MBB?!l©#fcJt<3!)&8& 
20 (D^JfcteBigDye Terminator Cycle Sequencing Ready Reaction Kit (PE 

Biosystems) &m^X?rte\t\ £ttfca;g®r>— tr>-V~—&m ^XffiMV, ME3*J# 
# : 4 7*C^$n5DNABB#l£**&. 

B33W^ : 4 7T^$nSDNAOmXBB^Jfctt, @H^J#^- : 25, IH^J#^ 
: 2 64o<ttX13^J#-^ : 2 7 -£?^£n& h»6#e.nfc77 MGR23-2 

?XD#(hbTDNAie^J$:fliRbfci:^^, S3£iJ#-*§ : 4 8T^$n575;S 
Ba^ttenfeo ZL<Dmm&&mMl 2Tf#6nfc^XTGR23-2U#>KM& 
^oy^ytie^j (@3^J#-^ : 4 0) ^gB^^y h 

TGR23-2U # > Hhu-Woo— Cifcm<D 5 4 7$ 7 Mft 6&5IB#lfc:*B^ 
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TS££a*J£5££nfco 3' m\zfe?y bTGR23-2U#>h*£:3 — FTSBB^ICDT 
SiEK:»lhiiH>**#«Ebfc. £©E?!IK:43V>T, 7 y KGR23-2U #> F<©7^ 

/ m@H^ij cd n \z ii^^s^tt^ r/^ h ^ © mews a^^-^Diu^n 

£<h$n&Lys-Argc7)IS^J (Seidah, N. G. et al. > Ann. N. Y. Acad. Sci. , 
5 839#, 9-24K, 1998¥) ##ftbfc„ — Ctlll^M^ H >*«#ffibfe 
@B^J#-i§ : 2 5CD^y KGR23-2U #> ^(Dm^\t(Dm\Z^ £ fc2^X)&*#3E 
bfe e 

£tl<fci9, hTGR23-2U^>H©r^y®EBB^Jtt, ^ y h±Mffl^<fc D 
#e>nfcBB^J#-^ : 2 5 Vyy KGR23-2 U # > H (1-18) ) , @H^J#-^ : 2 6 
10 C^y hTGR23-2U#>K (1-15) ) 43«ktfBB?iJ#-St : 2 7 C^y MGR23-2U # 
>H (1-14) } T^£n57^ymgB#k e»tdBH^J## : 2 5<£>C?MJ 

fc2@^S^nfeSH9ll#-^ : 4 9T^$n57^y&BB?iJ C^y KGR23-2U # 

>h (i-20) d -eftstiiisnfc. 

15 ##M 1 4 

^ y HTGR23-2U cDNA©^Q-->^ 
7 y MGR23-2U ^> H^tuig^Szi- cDNA^ p-->^t5fc 

#>7y h±ISSft*C!)cDNAS:lli!tbfcPCR£fr^fc. . 
J^T<D^&DNA:/^<^-£m^ hiMCDcDNA^iitlTP 
20 CRffiKickSiiitlSrfT&^fc. SJ&l&Oj&fifcteu 7 y h ^Marathon-Ready 

cDNA (CLONTECH) 0. 8/iK @B^J#^- : 6 8 te&X$W&m^ : 6 9 (D-^DNA^ 

OmM> 0. 2 mM dNTPs. ExTaa (^iBit) 0. 1 u 143 &TfBm\zttm<D 
ExTaqA>;7 y -T\ »R**tt20/i ltbfc. iiffi(Dfc«>0*M 
^/7^_ (PE Biosystems) £JBV^ 94*C • 5^©iD^©^ 94*C • 10£K 
25 65*C • 30fJ\ 72T) • 30#©1M ;7 ^£350111 DMU ^^72 < CT5^^mb 
fc. DNase . RNase Free©^@7K"C50^3KbfcP C REJS?£2/a K BE#I 

7 O0^7^"7-l. OjLtM. 1H^J#^-: 6 9 GD^JSKDNA:/^ V— 0. 2ju.M. 
0.2.mM dNTPs, ExTaa^U^^-if 0. U 1*5 «fct*BS^fcf*Jg©ExTaQ/\* 

y!7 7— TSf&gJ&*£20M£U It-^MM^- (PE Biosystems) 
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94T: • Sfrm<DlX\f&<D&.. 94r • 10£h 65°C - 30#\ 12V, • %m<D*M 9 )V*M 

nmxmz^iOftmVtcW:, ^350&g^©DNA£;fr^VUT*2JOffiU DNA£ 
QIAauick Gel Extraction Kit (=^T^» Sffl^TUPKUfc. clcDDNA^> 
5 pGEM-T Easy Vector System {zfutfiXDZfu hn— ;W;ifi£-oTpGEM-T Easy^ 
^ n — ~>^bfc. £n£:W?§^ (Escherichia col i) JM109 
competent cell (SffiiS) HiAbTflfeitfcE c DNAffTJWJtSflrs 

10 P — >&T>b!'>U>^OLBi§%T— Bjfelgflb, QIAwell 8 Plasmid Kit 

BigDye Terminator Cycle Sequencing Ready Reaction Kit (PE Biosystems) £ 
n^DNASS^J^rft^o 

15 m^m^: 7 1 T^^n^ c DNAOlSiH^^, ##0»J1 3-?ifc7-> h 
TGR23-2U5tf>HM^©— K-TSDNAia^J <BE?U#-!f : 4 7) 
5'^JlC$i^^nfcga^JTfeofeo *@B^J^:, mm^r : 25, SH#I#-J§- : 2 6£ 
fctemPm^ : 2 7TSSn57S/ h^Mfr^nznit^y bTGR23-2U#>F 

20 tfctLTMRbfctca* 5'±«£Wtefck kbTGR23-2U#>KM!»:feck^? 
^7XTGR23-2U^>Fhu^^:3- Ht5ti£$n5cDNA (@H^J#-^ : 3 
1^3cfcr^@H^J#^ : 4 0) lbj^T5Sef8fR<&Rl$&ii H>tfe5t^$n5 
ATGJc^JST^^SJd, ATG^l^rm^Ufc- £<2ATGri F ><D£ 6 &C5' 

±^ii^^|WIi;>'l/-AT^jJi3 K^tB^bfc. 3'fiJ^«^O^TGR23-2U^ 

IH^J#^ : 7 lT&SnSE^M, 7*; MGR23-2U #> FOTMfcSm- FT* 
cDN ABBOTS St*i3£$nfe. IH^J#-^ : 7 1 l?^£n£ c DN AOi&MS 
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##0»J 15 

TGR23-1 th TGR23-1 TGR23-1 £fo-TZ>Z.ZihfcZ>) 

CHO »HJS©fNfc 

^««jlT?fl6nfc^7^$ H PTB2173 £££SI<hU Sal I R»E#I£ttirab 
5 fc^T-l (@2M#^: 2 0) 43<fc^Spe IISM^J^#*DUfey^^-T- 
2 (1H^IJ#^: 2 1) ^^TPCR^^fco R£j£fc:fe**SEJfctt©l& 
/&te±fB;/^7^ F 10 ug^mmiiVxmm^, Pfu Turbo DNA Polymerase (X 
h7^^->tt) 2.5 1k ^"7-1 2 0) *«fcrX^-f*7— 2 

(@B^J#-^: 2 1) £6- 1. OmM> dNTPs^ 200/xM, ^cktfStftffcfCfc .2 
10 X GC Buffer I (^igjfi) £ 25m UP*., 50m 1 <£>«£:bfc 0 PCRR^l 
95°C • 60 fp(D^k, 95*0 • 60 fj>, 55*C • 60 $\ 72*0 • 70 #(D+f--T 25 mWt 

0 3Mb, ^£ 72<C • 10 ft&W&Rlfc&ft-orz:* f£PCR,KJ&M£ Zero 
Blunt TOPO PCR ^n-z>^yh (-T > t: h n >?;t >&) coM^tc^y^ 
X $ ^-pCR-Bluntll-TOPO (-T >t* h Di?i>a) 'vtfr/^ o — - >^*b 

15 fdo E. coli T0P10 (>f >tf hP^3i>a) IliAL, pTB2173 ^£tl 

<§> TGR23-1 ©cDNA^/70->^ ^^-f LB ^i&fW? 

KRbfco ^dTrftenfc, 5' m&£JS V mtz Sal I 43«fctf Spe I 7^*1^ 

nfe E. coli <£>^n->J;D Plasmid Miniprep Kit VW*? v Fft) 
20 T^*^ FfcUiSSU ftj|gg£5g Sal I :fc<J:tf Spe I TMbTOli-^ 

Gel Extraction Kit (^r7^>&) £JE V*TuUJKbfc 0 h DNA 

£ Sal I :fc«ktf Spe I Ti2Jt£r bfcft^fflB&Sfc^JB^ ^-T^X 5 K pAKKO- 
111H (Hinuma, S. et al. Biochim. Biophys. Acta, Vol. 1219, pp. 251-259 
25 (1994) IB®© pAKKOl. 11H <h|W|-<D^ $ — -?^7, ^ H) \zMX. DNA Ligation 
Kit Ver. 2 (^M) £ffi^T7-f 4*— ~>a >£fr&V\ Ifi^l'^X^K 
PAKKO-TGR23-1 Srfll^bfe. pAKK0-TGR23-l -r?7£Stfe&bfc E. coli T0P10 
Plasmid Miniprep Kit (A-f^y F&) PAKK0-TGR23-1 <D 
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aax^- mo/mrmm& mvzsmifiibLffi&'&ts a-m mm (with 

ribonucleosides and deoxyribonucleosides> GIBC0> Cat. No. 12571) T77 
;i/3>f^y>a (g 3.5 cm) \z 1 x 10 s «it, 5% C0 2 -f >+a^-^- 
T 37 < C-Bj&ig^ b^io ±WB^^^^X5 H PAKK0-TGR23-1 DNA 2 m g * 
5 Transfection Reagent FuGENE 6 (Roche *fc)£JB^ $fcttifc91«Bi6CD:£&K:fi£ 

1 0B#P B 1i£«£gmfc<D^ h7>77x^7 bbfciM* hU7 p v>-EDTA 
HfcJ: OSfc* ii^i&ili! (10% ^ftT^J&ySjfafjf ^^tia-MEM igife (without 
ribonucleosides and deoxyribonucleosides, GIBCO, Cat. No. 12561) ) *ffl 

10 ^T¥-m%K7u-b iomzmmvr^ 0 3-4uz:iiizm^mm^mvr^ 
z&m&mw. 2 - 3mmm\zziu-—mzmmvx^rz mwmm.?u->%: 

1 6 

15 TaqMan PCR &<&ffl^fc TGR23-1 fg£i CHO i|«$<CD TGR23-1 ^iiMCD^a 

1 5 -e#fe TGR23-1 mm CHO iUtt 81 £ 96 OxJUyi/- h 

K*&«U RNeasy 96 Kit (*T5*>#:) &m^T total RNA SriBSlbfc. f§£ 
n^c total RNA 50~200 ng * TaoMan Gold RT-PCR Kit (PE;H^tA 
X*t)£m>T, ^^^*ff^ofeo #e»nfc total RNA 5—20 ng fflm<D 

20 iS^^jgife, *fcti^fcifi^S«k"5tCbTf^$5lUfc^ipcDNA, lxUniversal 
PCR Master Mix (PE;HtyXrAXt) , BB#l#-f§- : 2 2T^n5 7 0 7'f 
^-^OlE^-St : 2 3T^^n5^7<7-# 500 nM, cfccfctfgBSWt : 

2 4 (Fam-acctggt ttg ccgagtggtc cgctattt-Tamra ; fSB^J^K Fam 6-carboxy- 
fluorescein £\ Tamra fri 6-carboxy-tetramethyl-rhodamine £r-€-fa-^ti7KT) 

25 Tig£n3TaqMan7 p n-:/ 100 nM *^trSji&S^ 25jLt 1 Kl^TABI PRISM 
7700 Sequence Detector (PE;W^y^TAX!t) £flH>TP CR£fr&^fc. 
PCRU 5 0°C • 2#\ 9 5°C • 1 0 #T«I^ 9 5T: • 1 5#, 6 Ot • 
6 Og>0U--f^M4 Om^DjlTdi^ct OffJ^ofeo 
H2fl cDNAIi 1 T# £ tlft Zf ? X ^ H pTB2 1 74 CD 260nm CD * 
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m^xmm^nmv, jEW3i=iYz-&&n.m\stt.&* idm edta iomM 

Tris-HCl (pH8.0) ^T^IRU 2 3bf-^£ 2 x 1 O 5 □h-0i?cDN 
A«||Lf: 0 TaaMan PCR m 7 n-y~&£tfzf ^-f Primer 

Express (Versionl. 0) (PE/HtyXrAXtt) D t£ftbfc„ 
5 «3S*tt ABI PRISM 7700 SDS V7h-?x7HJ;^Tlffll/fco U#-*-<0 

s^3£^i&^£ ntdmzm ufcwwo^ * ;pic^»t- to, ^cdna 

£*<DW81»l££IFfcBU €-^n-><D total . RNA^fcO© TGR23-1 afe-?^ 
*£5&#)fco ^(D^IPL TGR23-1 <Dmmt>*&fr^>tz. CH0 ttHI&ft 11 {@£51iRb 24 

io ^oi^^iz-h^^bfeo uti60«toi^ tgr23-i (Dmmm&n&v 

fc„ RNeasy Mini Kits (^rT^>%h) £ffi^T total RNA SiBSlbfc^ RNase- 
free DNase Set (^T^r>%h) DNase $m?t b7c 0 t#£nfe total RNA 

±f2<hl^K^^JfcU TaaMan PCR 8n?#*n->© total RNA MS 
fcO© TGR23-1 jUS^fSSfc&^fcfc. TGR23-l%3KCHOIffllfi«c^n 
15 -> 49 52 ^il^^i^^to<!:?5Wofco 

17 

k h TGR23-2 U > H (1-20) : Ser-Phe-Arg-Asn-Gly-Val-Gly-Thr-Gly-Met- 
20 Lys-Lys-Thr-Ser-Phe-Gln-Arg-Ala-Lys-Ser (@B#I#-5f : 3 6) (D§0£ 

T&IECDBoc-SerCBzD-OCH-PAMWIBSr, ^^F^lACT9 0 ©EJEWteA 
*U DCMT'MTFATBoc^U D I EAT'f'ftbfe. £©$fJ]g£N 
MPKU&$8U H0Bt-DIPClTBoc-Lys(Cl-Z)£3S^.bfc. SJfom->t: K U 

zKI£®n?7iz3\Wfcbfc. E©1M ^;i/£liUMbBoc-Ala, Boc-Arg(TosK Boc- 
Glik Boc-Phe, Boc-Ser (Bzl) , Boc-Thr (BzlK Boc-Lys (Cl-Zh Boc-Lys (CL-Z) . 
Boc-MeL Boc-Gly, Boc-Thr (Bzl) , Boc-Gly, Boc-Vah Boc-Gly, Boc-Asik Boc- 
ArgflosK Boc-Phe, Boc-Ser (Bzl) £E#IJEK:«£U BfSlOftBI^^ H«fl!B 
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0.24g£&&. dO«J|IBSp-^UV/-;H.5 ml t £. <blZ7 yi&mm 15 ml 
0t:T?60^»^Ufc«7y{b7K3!5S:«JBE®*b, SSttfc^x^UXT-T-^&inA 
Tttiibfc. »iB4fek:*i:»Bft*JP^^ , 5 i H*fl&tBb, ttMB£#Mtbfc. 
S»«lb50%»KT5teJSU/!:-fe7 7xy^^ (iMD G-25#^A (2.0 x 80 cm) 
5 fc#u flTOfiras&l, aiii^&*«>*iiss:«bfc. 8M45 mg) £ 

LiChroprep (fS5^) RP-18 £^bfci£ffl^ h# (2.6 x 60 cm) fctttt, 
0. 1% TFAtR 200ml T$g#, 0. 1% TFA ?J< 300ml t 0. 1% TFA 25^ T-fe h — > U 
;WzK 300ml &m>fc»S£jeJSffi*fTV^ *S@i^&il«)S([J@tt«bBtttT«>^ 
12. 7 mg£f#f Co 

10 ESI-MS : #^ft MW 2188: 0 mmm 2187. 5) 

hplc m&mr$ 10. 6 # 

:Wakosil 5C18T 4.6 x 100mm 
mmm : Aifc-O. 1X TFAtK, B^-O. lOTA^-y-teh-HJ;l/£ffiV* A/B : 
15 95/5-45/55 ^tf[j»S*ft^lE*a (25 
Sftjg : 1. 0 mi / ft 

#%0U 8 

FLIPRSrJB^&fc: h TGR23-2 D#>F (1-20) fc: TGR23-1 CHO 
20 «fctfTGR23-2 3831 CH0 *IIIJ&<Z>iNBJ@rt Ca -Y #>«&±#Ste<&SIJ£ 

7t#5nfck h TGR23-2 U#>F (1-20) OD&gn?, ##M 

5 £13® bfcZfr&fc^oT, TGR23-1 fgg! CH0 TGR23-2 ^ CH0 $flJ8& 

fcifc-^U iHlfeft Ca -f:fr>ii£±#fiH4* FLIPR SrJHVvrWjfcbfcfcZlS, t 
h TGR23-2 U#>K (1-20) m&timmz TGR23-1 3§gi cho mn&&&'& 
25 TGR23-2 ^ CHO ffll&CDttHJ&rt Ca <*>»§U:#£flSiib&. 1 4*5 

ct^lS! 1 5 

TGR23-2U#>F (1-20) ] TGR23-1 33ck££ TGR23-2 lztt~§~ & Ca ^* 
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5 H (MiH DNA, RNA^i^n^OSlI*) tt, (DU#>K (T^X 
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15 aKMfflut^-seRSfctt^o*. 

8. m^m^: 6 4T?«todn*7'5>'lfeBa^J€:'g'W*r*»^7|B«OGS 

10. HW»1, »*^4*fc&W*^7BBlR©GSeH*!gS!U-fe^-S 

25 11. DNATfeSfi^l OiEflcG^'J^l/^F. 

1 2 . SH^J#-% : 2 > fB#l#-^ : 4, @B^J#-^ : 11, gE?U#-St : 1 5 

i 3. m&mi omm^vxzu^F&^mTzm.mTL^z?-* 

14; m^mi 3E«t<D»SI^^^^--"C^»lEljlSitfcJgHteftflE. 
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is. m&m4^tcmmm7mm<DGm&m&'&mu-*:7''?-m 
2 0. tt^i 6mm<D&fc&tt\sXtez>mm. 

2 1. lif^l. Bf^4feb<«it^7f3mcC>G^SM^f^l/-fe7 P ^- 
15 W^4*fc«»^7|B«©GSa«^SU-fe^--SeK*fctt-€- 
2 2. fit^2 l|2tJt©GgeSI^!gM^-fe^— ©U^>H€:^bT^S 

2 4. it^l, Bt*3g4feb<ttW^7fa«<OGSSM*!efflV'-fe^- 
25 Hilt*Sl, »^4t>L'<tt»*3g7ett<75GgfiK*!feS!U-fey^--Se 

2 5. gff^l, it^4feb<«tf^7fB«(Z)GMeM^SMl/-k-7 0 ^- 
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h i , m 1> u < sat 7 e«oGse K^su-fe^-ge 

*y ho 

^TfBflfcDGgeK^fiSUiz^HEa^ 

10 /W Xt§#U 3* ^ l/^-^ Fo 

3 o. ffiiimi o&ffi<DT$v*&utt\*&it\tt<D—&&m^z>z:h&&WL 
h-r&m&m i , m&o; 4 7 fEtt©Gge«#fgsiHz:/*-g& 

15 ItDmRNAO^im 

3 1. 6E«OSt#&iVi5CtS^»tt5l!f*«l, »*«4* 

3 2. gf^3 0Sfcttit^3 llB^cD^ft^^^r^V^^.h^^.hT^ 

20 ig-r*£J£©»»r:£«j. 

33. o$zm<Dfcm^m*m^z>z.t&f&mtT zm-Mmi. 

25 ^3gl, ff^4^rc^lf^7fa^(DGgeM^^l/-fe7 P ^-Me^^^ 

3 5. IftR£3 3|B«cO^^U-->^S*ffl^T^en5*l9^1, ft 
*^4Sfctt»^7|B«©GMeS*tftSU^^-SeKO^*&^t;S 
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5 3 8. If^3 6&m<D{k&®&rz.\Z*:<Dm.& 4 £&VTl3LZ>mmo 

39. ^tg^m, p&mmm* fm&f&&rz.\zm<D^m -femm^&zffiim 

2 7 , m^m3 7 *fctt»^3 8|Btt(DEH. 
4 0. m%WimzM^X, »*S2 6, »2&E3 5£fctefjf^3 6fEifc(D{fc 

io fti^I^fcttlSOfte - testes. 

«6©»*3S2 6, lt^3 5*fcttW*3B3 6 iBtt©ft^4ftSfctt*<Dtt©&E 

4 2. Bl^lflHtt<OGSeH*SSVir^-SfiK*=i--H-rs*U^^ 

15 1/^-5^ Ffc^rrstfU * ? Vtt ^Ml/T^tll. 

4 3. @2^iJ#^- : 2T^$ns^*BB^J^^-rs^U^^U^HS:^-r 
U * ^ F £1H?|J#-^ : 4 T^Sns^MB^JSr^TT Stf U * £ U3r 

44. (i) »^3Siia«©Gsae*igsnr^-seH*3— H-ra* 

20 'J^^UtfFt (ii) @H^J#-^: 1 6t^Sni.7^;iffi^f t^GIfi 

25 4 4fBtt®&Br3Eg. 

4 6. MM 1 E«©GieKMIl/t - HtS^'J ? ^ 
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4 8. (i) @B^J#^-: 2 n5Mie^J^ttt§#'J ^ ^7 l/t^ H 5: 

^tt^u^^i/^Ht (ii) m&m^: i 7x~mznz>mmmm&^T 
io , (i) sb^ij#^: l^mznzy^ ;mmmz^mr%Gm&m&i9imu±7 

^-leiSfctt^t (ii) g3^J#-^: 1 6T^$n§75ytffi^J^ 

15 4 9. (i) @a^iJ#-^ : 4T^$ns^ffi^J*^-r«^U^^^5 L KS: 
^TStfU^U'^Fi: (ii) I2^J#^ : 1 7 T?&%n*MSmm&tt'r 

, (i) @H^J#^: 3 T'i$ tl5 7 $ ; iSB^J^ttt § GISl^^l l/t ^ 
20 ^-leiSfctt^Si (ii) @H^iJ#^-: 1 6 Tg$n?.7$ / mBB^I*^ 

$n^y^y^@H^j^wr^GiiaK^^i/-fey^-MeK ! feb<^cD^ 
50. ^mmm, m^mmm, {mmm&tt\tm<D&m%&^&ziti$tm4 e 

25 ~4 9|BfcCD^»f^o 

5 2. h»%?&«y^«l&«n?**BS*3®5 
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5 7. y^#i!jW^XT&£fi^5 6 fa«t©K$NfflJI&. 

5 8. is^i, m^m4i£fcmmm7mm<DGm&w&'&mu^?~- : m 

5 9. #fc htJi^I>jtJ^^#i!jtfTfe§Ht^5 8f2fg<£>^t: hni?L^c 

6 0. y-/Mb^a*^*T&£>ft3M5 9|B«6cD^t hni?LlJ!j#lo 
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